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Annex 

D3 Agonist Study Description and Results Summary 

Agonist activity of compounds at the D3 receptor was measured using both binding and 
functional assays. The binding assay measures the affinity of the compound for the D3 
receptor. The functional assay measures the ability of the agonist to produce a cellular 
response as a consequence of binding to the D3 receptor. Both are important measurements 
as sometimes compounds that bind to receptors do not induce cellular responses. 

Example 3 of US patent 5077290 ('Merck Example 3') describes the compound 2-(6-amino- 
pyrid-3-yl)-4-(1,1-dimethylethyl)morpholine as the citrate salt as a racemic mixture of 
enantiomers. In order to generate unequivocal data in a functional assay format (where 
screening of racemic mixtures may generate uninterpretable results) the constituent 
enantiomers (referred to below as enantiomers 1 and 2 - enantiomer 1 being the first to elute 
from the chiral HPLC column referred to in Appendix 6) were prepared and tested as the free 
bases. Under the buffered conditions of the assay the salt form would not be expected to 
influence assay results. 

Detailed test protocols are described as follows: 

Appendix 1 - D3 binding assay 1 - Example 67 of the present application 
Appendix 2 - D3 binding assay 1 - Merck Example 3, enantiomer 1 
Appendix 3 - D3 binding assay 1 - Merck Example 3, enantiomer 2 
Appendix 4 - D3 binding assay 2 - all tested compounds 
Appendix 5 - D3 functional assay - all tested compounds 



The data is summarised in the table below and in Figures 1 and 2. 



Compound 


D3 binding 
assay 1 pKj 
(Kj nM) 


D3 binding assay 2 
pK, ± SD (K, nM) 


D3 functional 
agonist assay pEC S0 
± SD (ECso nM) 


Example 67 of the 
present application 


6.60 
(0.250) 


7.02 + 0.09 (0.095) 


7.21 + 0.07 
(0.062) 


Merck Example 3, 
enantiomer 1 


5.72 
(1.90) 


6.06 ±0.21 
(0.87) 


6.46 ± 0.05 
(0.346) 


Merck Example 3, 
enantiomer 2 


7% inhibition @ 
10 nM 


25.4% inhibition @ 
10 nM 


49.6% activity 
@10nM 



The two constituent enantiomers derived from Merck Example 3 showed significantly different 
binding and functional activity at the D3 receptor, and unpredictably it was enantiomer 1 which 
showed the greater affinity. If screened as a racemic mixture (as disclosed in US 5077290) the 
apparent potency would be expected to be roughly 2x weaker in the binding assay than the 
binding activity for enantiomer 1 shown in the table. It is more difficult to predict accurately how 
the racemic mixture would perform in the functional assay, but based on the data for the 
individual enantiomers it would be expected to be weaker in activity than enantiomer 1 . 

The results shown in the table and in Figures 1 and 2 clearly show that Example 67 of the 
present application demonstrated notably higher affinity at the D3 receptor in binding (2 
different assay formats) and higher potency in the functional assay, than the more active 
enantiomer (enantiomer 1). Therefore, even stronger activity for present Example 67 would be 
projected as compared to the racemic mixture of Merck Example 3. 



Figure 1 - Results of D3 binding assay 2 



D3 binding assay 2 
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■ Present example 67 
a Merck example 3, enantiomer 1 
▼ Merck example 3 enantiomer 2 



Figure 2 - Results of D3 functional assay 

D3 functional activity 




Present example 67 

Merck example 3, 
enantiomer 2 

Merck example 3 
enantiomer 1 
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Appendix 1 

GLP Study report for binding assay 1 for Example 67. completed at CEREP Biosciences 

In this report, the compound of Example 67 of the present application is referred to by the 
reference number PF-592379. 
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1. PURPOSE OF THE STUDY 



The purpose of this study was to investigate the effects of PF-5923 79-00 in various in vitro receptor 
binding, cell biology and ADME-Tox assays. 
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2. MATERIALS AND METHODS 



2.1. IN VITRO PHARMACOLOGY: Binding Assays 



2.1.1. General Procedures 



Assay 



Origin 



Reference Compound 



Bibliography 



Ot 2 

(non-selective) 



<*2B 



BZD (central) 



CCK A (h) 
(CCK,) 



human recombinant 
(CHO cells) 
human recombinant 
(HEK-293 cells) 
human recombinant 
(HEK-293 cells) 
rat cerebral cortex 

rat cerebral cortex 

human recombinant 
(CHO cells) 
NG 108-15 cells 

human recombinant 
(Sf9 cells) 
human recombinant 
(Sf9 cells) 
SK-N-MC cells 

human recombinant 
(CHO cells) 
human recombinant 
(Hela cells) 
rat cerebral cortex 
human recombinant 
(CHO cells) 
SK-N-MC cells 
human recombinant 
(HEK-293 cells) 
human recombinant 
(HEK-293 cells) 
human recombinant 
(NIH-3T3 cells) 



DPCPX 

NECA 

IB-MECA 

prazosin 

yohimbine 

yohimbine 

yohimbine 
atenolol 

ICI 118551 

cyanopindolol 
saralasin 

saralasin 

diazepam 
NPC 567 

hCGRPoc 
WIN 55212-2 

WIN 55212-2 

CCK-8 



Townsend-Nicholson and 
Schofield(1994) 

Luthin et al. (1995) 

Salvatore et ah (1993) 

Greengrass and Bremner 
(1979) 

Uhlen and Wikberg (1991) 
Langin et al. (1989) 

Bylund et al. (1988) 
Smith and Teitler (1999) 

Smith and Teitler (1999) 

Curran and Fishman (1996) 
Bergsma et al. (1992) 

Tsuzuki et al. (1994) 

Speth et al. (1979) 
Pruneau et al. (1998) 

Muff et al. (1992) 
Matsuda et al. (1990) 

Munro et al. (1993) 

Talkad et al. (1994) 
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CCK B (h) 
(CCK 2 ) 



GABA A 
GABA B 



H 2 
H 3 
Ii 

(peripheral) 

LTD 4 (h) 

MC, 



ML 2 

(MT 0 

MAO-B 



human recombinant 
(HEK-293 cells) 

human recombinant 
(L cells) 

human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
rat cerebral cortex 
rat cerebral cortex 
rat cerebral cortex 

rat cerebral cortex 
rat cerebral cortex 

human recombinant 
(HEK-293 cells) 
human recombinant 
(HEK-293 cells) 
guinea-pig cerebellum 

guinea-pig striatum 

rat cerebral cortex 

bovine adrenal medulla 
glands 

U-937 cells 
B16-F1 cells 

human recombinant 
(HEK-293 cells) 
chicken brain 
hamster brain 

rat cerebral cortex 
rat cerebral cortex 



CCK-8 

SCH 23390 

(+)butaclamol 

(+)butaclamol 

clozapine 

endothelin-3 

muscimol 
baclofen 
kainic acid 

CGS 19755 
glycine 

MlP-la 

ghrelin 

pyrilamine 

cimetidine 

(R)a-Me-histamine 

rilmenidine 

LTD 4 

NDP-a-MSH 
NDP-a-MSH 

melatonin 
melatonin 

clorgyline 
(R)-deprenyl 



Lee et al. (1993) 

Zhou etal.(1990) 

Grandy et al. (1989) 

Mackenzie et al. (1994) 

Van Tol et al. (1992) 

Buchan et al. (1994) 

Snodgrass (1978) 

Bowery et al. (1983) 

Monaghan and Cotman 
(1982) 

Sills et al. (1991) 
Siegel et al. (1995) 

Neoteet al. (1993) 

Katugampola et al. (2001) 

Dini et al. (1991) 

Ruat et al. (1990) 
Arrang et al. (1990) 
Dontenwill et al. (1999) 

Frey etal. (1993) 
Siegrist et al. (1988) 
Schioth et al. (1997) 

Rivkees et al. (1989) 
Pickering and Niles (1990) 

Cesura et al. (1990) 
Cesura et al. (1989) 
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Bibliography 



N (h) 

(muscle-type) 
52 (h) 
(DOP) 

K 

(KOP) 

11(h) 

(MOP) 

ORL1 (h) 

(NOP) 

OT(h) 

PCP 



5-HT 1B 



human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
U-373MG cells 

human recombinant 

(Sf9 cells) 

rat cerebral cortex 

TE671 cells 

human recombinant 
(CHO cells) 

guinea-pig cerebellum 

human recombinant 
(CHO cells) 
human recombinant 
(HEK-293 cells) 
ECV-304 cells 
rat cerebral cortex 
rat urinary bladder 

human recombinant 
(HEK-293 cells) 
rat cerebral cortex 
bovine caudate 

human recombinant 
(HEK-293 cells) 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
human recombinant 
(HEK-293 cells) 
human recombinant 
(CHO cells) 



pirenzepine 



methoctramine 



4-DAMP 



[Sar 9 ,Met(0 2 ) U ]-SP 
NPY 



nicotine 

a-bungarotoxin 

DPDPE 

U 50488 

DAMGO 

nociceptin 

oxytocin 
MK 801 
oc,p-MeATP 
8-OH-DPAT 

5-HT 
serotonin 

ketanserin 
serotonin 
SB 242084 
MDL 72222 
5-HT 



Dorje et al. (1991) 

Dorjeet al. (1991) 

Dorje etal. (1991) 

Heuillet et al. (1993) 
Munoz et al. (1995) 

Pabreza etal. (1991) 

Lukas(1986) 

Simonin et al. (1994) 

Kinouchi and Pasternak 
(1991) 

Wang et al. (1994) 

Ardati etal. 1997) 

Thibonnier et al. (1999) 
Vignon et al. (1986) 
Bo and Burnstock (1990) 
Mulheron et al. (1994) 

Hoyer et al. (1985) 

Heuring and Peroutka 
(1987) 

Bonhaus et al. (1995) 
Bonhaus et al. (1995) 
Stam et al. (1994) 
Hope et al. (1996) 
Mialet et al. (2000) 
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tGfciiigjki 



(non-selective) 



Estrogen a (h) 
(ERa) 

Androgen (h) 
(AR) 

Urotensin-II 
(UT-H) 
VIP] (h) 
(VPACO 



Ca 2+ channel 
(L, DHP site) 

Ca 2+ channel 

(L, verapamil site) 

(phenylalkylamines) 

Ryanodine 

(RY 3 ) 

K + ATP channel 



SK + Ca channel 

Na + channel 
(site 2) 

CI" channel 



human recombinant 
(HEK-293 cells) 
human recombinant 
(CHO cells) 
rat cerebral cortex 

human recombinant 
(HEK-293 cells) 
human recombinant 
(HEK-293 cells) 
IM-9 cells (cytosol) 

human recombinant 
(Sf9 cells) 

LNCaP cells (cytosol) 
rat liver 

mouse recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 

human recombinant 

(CHO cells) 

rat cerebral cortex 

rat cerebral cortex 



rat cerebral cortex 

rat cerebral cortex 
rat cerebral cortex 

rat cerebral cortex 
rat cerebral cortex 

rat cerebral cortex 

human recombinant 
(MDCK cells) 



serotonin 

serotonin 

haloperidol 

somatostatin 

somatostatin 

dexamethasone 

1 7-P-estradiol 

methyltrienolone 

T 3 

urotensin-II 
VIP 



Monsma et al. (1993) 

Shen et al. (1993) 

Shirayama et al. (1993) 

Rohrer et al. (1993) 

Yamada et al. (1993) 

Clark etal. (1996) 

Parker et al. (2000) 

Zava et al. (1979) 

Inoue et al. (1983) 
Liu et al. (1999) 

Couvineau et al. (1985) 



[d(CH 2 ) 5 1 ,Tyr(Me) 2 ]-AVP Tahara et al. (1998) 



nitrendipine 
D600 

ryanodine 

glibenclamide 
ot-dendro toxin 

apamin 
veratridine 

picrotoxinin 
protriptyline 



Lee et al.(1984) 



Reynolds et al. (1986) 



Padua et al. (1992) 

Angel and Bidet 1991) 

Sorensen and Blaustein 
(1989) 

Hugues etal. (1982) 
Brown (1986) 

Lewin et al. (1989) 
Pacholczyk etal. (1991) 
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Assay Origin 


Reference Compound 


Bibliography 




human recombinant 
(CHO cells) 
GABA transporter rat cerebral cortex 

rat striatum 
human recombinant 
(HEK-293 cells) 


BTCP 

nipecotic acid 

hemichoIinium-3 

imipramihe 


Andersen (1987) 

Shank et al. (1990) 
Vickroy et al. (1984) 
Tatsumi et al. (1997) 


2.1.2. Experimental Conditions 










Assay Ligand 


Cone. 


Non Specific 


Incubation 


Method -of 
Dejection 


[ 3 H]DPCPX 


1 nM 


DPCPX 
(1 uM) 


60 min./22°C 


Scintillation 
counting 


[ 3 H]CGS 21680 


6 nM 


NECA 
(10 uM) 


90 min./22°C 


Scintillation 
counting 


[ ,25 I]AB-MECA 


0.1 nM 


IB-MECA 
(1 uM) 


90 min./22°C 


Scintillation 
counting 


[ 3 H]prazosin 


0.25 nM 


prazosin 
(0.5 uM) 


60 min./22°C 


Scintillation 
counting 


[ 3 H]RX 821002 


0.5 nM 


(-)epinephrine 
(100 uM) 


30 min./22°C 


Scintillation 
counting 


[ 3 H]RX 821002 


1 nM 


(-)epinephrine 
(100 uM) 


30 min./22°C 


Scintillation 
counting 


[ 3 H]RX 821002 


2.5 nM 


(-)epinephrine 
(100 uM) 


25 min./22°C 


Scintillation 
counting 


[ 3 H](-)CGP 12177 


0.15 nM 


alprenolol 
(50 uM) 


60 min./22°C 


Scintillation 
counting 


[ 3 H](-)CGP 12177 


0.15 nM 


alprenolol 
(50 uM) 


60 min./22°C 


Scintillation 
counting 


[ 125 I]CYP 
(+ 1 uM 
(-)propranolol) 


0.6 nM 


(-)propranolol 
(1 mM) 


90 min./37°C 


Scintillation 
counting 
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i 
I 



[ 125 I][Sar , ,Ile 8 ]-AT II 0.05 nM 

[ 125 I]CGP42112A 0.05 nM 

[ 3 H]flunitrazepam 0.4 nM 

[ 3 H]bradykinin 0.2 nM 



[ 125 I]hCGRPa 0 04 nM 



[ 3 H]WIN 55212-2 2 nM 

[ 3 H] WIN 55212-2 0.8 nM 

[ 125 I]CCK-8 0.08 nM 

[ 125 I]CCK-8 0.025 

nM 

[ 3 H]SCH 23390 0.3 nM 

[ 3 H]spiperone 0.3 nM 

[ 3 H]spiperone 0.3 nM 

[ 3 H]spiperone 0.3 nM 

[ 125 I]endothelin-l 0.03 nM 



angiotensin II 
(10 uM) 

angiotensin II 
(1 uM) 

diazepam 
(3 uM) 

bradykinin 
(I uM) 

hCGRPa 
(1 uM) 

WIN 55212-2 
(10 uM) 

WIN 55212-2 
(5 JiM) 

CCK-8 
(1 uM) 

CCK-8 
(1 uM) 

SCH 23390 
(1 uM) 

(+)butac!amol 
(10 uM) 

(+)butaclamol 
(10 uM) 

(+)butaclamol 
(10 uM) 

endothelin-1 
(0.1 uM) 



60 min./37°C 



180min./37°C 



60 min./4°C 



90 min./22°C 



60 min./22°C 



90 min./37°C 



90 min./30°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 



60 min./22°C Scintillation 
counting 

60 min./22°C Scintillation 
counting 

1 20 min./37°C Scintillation 
counting 
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Assay 



Ligand 



Cone. Non Specific 



Incubation 



Method of 
Detection 



Glycine 
(strychnine- 
insensitive) 



[ 3 H]muscimol 5 nM 

[ 3 H]GABA 10nM 
(+ 40 uM isoguvacine) 

[ 3 H]kainic acid 5 nM 

[ 3 H]CGP 39653 5 nM 

[ 3 H]MDL 105,519 0.5 nM 



[ ,25 I]MIP-la 



[ 125 I][His]-ghrelin 



[ 3 H]clonidine 

(+ 10 uM RX821002) 

[ 3 H]LTD 4 



[ 125 I]NDP-a-MSH 



[ 125 l]NDP-a-MSH 



0.03 nM 



0.02 nM 



[ 3 H]pyrilamine 0.5 nM 

[ 125 T]APT 0.1 nM 

[ 3 H](R)a-Me-histamine 



1 nM 



15 nM 



0.3 nM 



0.05 nM 



0.05 nM 



muscimol 
(10 uM) 

baclofen 
(100 uM) 

L-glutamate 
(1 mM) 

L-glutamate 
(100 uM) 

glycine 
(1 mM) 

MTP-la 
(0.1 uM) 

ghrelin 
(0.1 uM) 

triprolidine 
(100 uM) 

tiotidine 
(100 uM) 

(R)a-Me-histamine 
(5 nM) 

rilmenidine 
(10 uM) 

LTD 4 
(1 uM) 

NDP-a-MSH 
(1 uM) 

NDP-a-MSH 
(1 uM) 



10min./4°C 



10min./22°C 



60 min./4°C 



60 min./4°C 



45 min./0°C 



90 min./22°C 



30 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 



1 0 min./22°C Scintillation 
counting 

1 50 min./22°C Scintillation 
counting 

1 20 min./22°C Scintillation 
counting 

30 min./22°C Scintillation 
counting 

60 min./22°C Scintillation 
counting 

90 min./22°C Scintillation 
counting 

60 min./37°C Scintillation 
counting 



Version 1 
August 12, 2004 



Assav 



Final Report - Study Number 884017 



Oauvc. Mom Spedifc 



p. 13/116 



[ 125 I]iodomelatonin 

[ 1 25 1] iodomelaton i n 

[ 3 H]Ro 41-1049 

[ 3 H]Ro 19-6327 

[ 3 H]pirenzepine 

[ 3 H]AF-DX 384 

[ 3 H]4-DAMP 

[ ,25 I][Sai*,Met(0 2 ) l, ]-SP 

[ 125 I]peptide YY 

[ 3 H]cytisine 

[ l 25 I]a-bungarotoxin 

[ 3 H]DADLE 

[ 3 H]U 69593 

[ 3 H]DAMGO 



0.025 melatonin 

0.1 nM melatonin 
(30 uM) 

10 nM clorgyline 
(1 uM) 

1 5 nM (R)-deprenyl 
(10 uM) 

2 nM atropine 
(1 uM) 

2 nM atropine 
(1 uM) 

0.2 nM atropine 
(1 uM) 

0. 1 5 nM [Sar^Met^) 1 1 ]-SP 
(1 jxM) 

0.05 nM NPY 

(1 nM) 

1.5 nM nicotine 
(10 \iM) 

2.5 nM a-bungarotoxin 
(5 M M) 

0.5 nM naltrexone 
(10 \xM) 

0.7 nM naloxone 
(10 |iM) 

0.5 nM naloxone 
(10 *iM) 



60 min./22°C 



30 min./4°C 



60 min/37°C 



90 min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



75 min./4°C 



120 min./22°C 



120 min./22°C 



80 min./22°C 



150 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 
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Assay 



Ligand 



Cone. Non Specific 



Incubation 



Method of 
Detection 



[ 3 H]nociceptin 

[ 125 I]OVTA 

[ 3 H]TCP 

[ 3 H]a,p-MeATP 

[ 3 H]8-OH-DPAT 



[ 125 I]CYP 



[ H]serotonin 
[ 3 H]ketan serin 



[ 3 H]LSD 



[ H]mesulergine 



[ H]BRL 43694 



[ H]GR 113808 



[ H]LSD 



[ J H]LSD 



0.2 nM 



0.3 nM 



5 nM 



3 nM 



0.5 nM 



0.1 nM 



2nM 



0.5 nM 



1.2 nM 



1 nM 



0.5 nM 



0.2 nM 



2 nM 



4nM 



nociceptin 
(1 uM) 

oxytocin 
(10 uM) 

MK801 
(10 uM) 

ot,P-MeATP 
(10 uM) 

8-OH-DPAT 
(10 uM) 

serotonin 
(10 nM) 

serotonin 
(10 uM) 

ketanserin 
(1 uM) 

serotonin 
(10 uM) 

SB 242084 
(10 uM) 

MDL 72222 
(10 uM) 

serotonin 
(100 uM) 

serotonin 
(100 pM) 

serotonin 
(10 uM) 



60 min./22°C 



30 min./30°C 



45 min./22°C 



120 min./4°C 



60 min./22°C 



90 min./37°C 



30 min./22°C 



15 min./37°C 



30 min/37°C 



30 min./37°C 



60 min./22°C 



30 min./37°C 



60 min./37°C 



120 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 
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Assay 



[ 3 H]DTG 8 nM 

[ 125 I]Tyr n -somatostatin 0.2 nM 

[ 125 l]Tyr n -somatostatin 0.05 nM 

[ 3 H]triamcinolone 1 5 nM 

fluormone™ES2 1 nM 

[ 3 H]methyltrienolone 0.5 nM 



[ ,25 I]T3 



[ 125 I]urotensin-II 



[ 125 I]VIP 



[ 3 H]AVP 



Ca 2+ channel 

(L, verapamil site) 

(phenylalkylamines) 



[ j H](-)D 888 



[ H]ryanodine 



0.1 nM 



0.1 nM 



0.04 nM 



0.3 nM 



[ 3 H](+)PN 200-1 1 0 0 04 nM 



0.5 nM 



3nM 



[ 3 H]glibenclamide 01 nM 



haloperidol 
(10 uM) 

somatostatin 
(1 uM) 

somatostatin 
(1 uM) 

dexamethasone 
(10 uM) 

1 7-(J-estradiol 
(1 uM) 

mibolerone 
(1 uM) 

T 3 

(1 uM) 

urotensin-II 
(3 uM) 

VIP 

(0.3 uM) 

AVP 
(1 uM) 

nifedipine 
(1 uM) 

D600 
(10 uM) 

ryanodine 
(10 uM) 

glibenclamide 
(1 M M) 



1 20 min./22°C Scintillation 
counting 



60 min./22°C 



60 min./22°C 



18h./4°C 



120 min./22°C 



24 h./4°C 



18h./4°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



90 min./22°C 



60 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Fluorescence 
polarization 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 



1 20 min./37°C Scintillation 
counting 

60 min./22°C Scintillation 
counting 
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Assay 



Ligand 



Cone. Non Specific 



Incubation 



Method of 
Detection 



[ 125 I]a-dendrotoxin 



[ 125 I]apamin 



[ H]batrachotoxinin 



[ 35 S]TBPS 



[ 3 H] nisoxetine 
[ 3 H]GBR12935 



0.0 1 nM 



0.004 
nM 

10 nM 



3 nM 



1 nM 



0.5 nM 



a— dendrotoxin 
(50 nM) 

apamin 
(0.1 uM) 

veratridine 
(300 uM) 

picrotoxinin 
(20 uM) 

desipramine 
(1 uM) 

BTCP 

(io uM) 



30 min./22°C 



30 min./0°C 



60 min./22°C 



90 min./22°C 



60 miny4°C 



120 min./4°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 



[ 3 H]GABA 10nM 
(+ 1 0 uM isoguvacine) 
(+ 10 uM baclofen) 

[ 3 H]hemicholinium-3 . 3 nM 



[ 3 H]paroxetine 01 nM 



GABA 
(1 mM) 

hemicholinium-3 
(10 uM) 

imipramine 
(10 uM) 



30 min./22°C Scintillation 
counting 

30 minV22°C Scintillation 
counting 

30 min./22°C Scintillation 
counting 



2.1.3. Analysis and Expression of Results 

The specific ligand binding to the receptors is defined as the difference between the total binding 
and the nonspecific binding determined in the presence of an excess of unlabelled ligand. 

The results are expressed as a percent of control specific binding and as a percent inhibition of 
control specific binding obtained in the presence of PF-592379-00. 
Individual and mean values are presented in the results section. 
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The IC50 values (concentration causing a half-maximal inhibition of control specific binding) and 
Hill coefficients («//) were determined by non-linear regression analysis of the competition curves 
using Hill equation curve fitting. 

The inhibition constants (Ki) were calculated from the Cheng Prusoff equation 
(Kj = IC5o/(1+(L/Kd)) 5 where L = concentration of radioligand in the assay, and Kd = affinity of the 
radioligand for the receptor). 
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2.2. IN VITRO PHARM ACOLOGY: Enzvme and Cell-based Assays 



2.2.1. General Procedures 



Assay 



Origin 



Reference Compound 



Bibliography 



HUV-EC-C cells 



NS 398 



Miralpeix et al. (1997) 



Phosphodiesterase 2 (h) 
Phosphodiesterase 3 (h) 

Phosphodiesterase 5 (h) 



Phosphodiesterase 1 1 (h)- 
Pfizer 



ACE (h) 
(recombinant) 
Elastase (h) 



Neutral endopeptidase (h) 



MTVTP-2 (h) 



MMP-9 (h) 



Guanylyl cyclase 
(basal) 



CAM kinase II 



RAW 264-7 cells 

differentiated U-937 cells 
human platelets 
U-937 cells 
human platelets 
bovine retina 
Pfizer 

human recombinant 
(murine cells) 
human leukocytes 
human recombinant 
(E. coli) 

HUV-EC-C cells 
human recombinant 
(£. coli) 

human recombinant 
human recombinant 
(Sf9 cells) 
human recombinant 
(£. coli) 

human recombinant 
human lung 

bovine lung 

human recombinant 
(£. coli) 

mouse recombinant 

(E.coli) 

rat brain 

rat recombinant 

(E. coli) 



1400W 

EHNA 

milrinone 

rolipram 

dipyridamole 

zaprinast 

dipyridamole 

captopril 

3',4'dichloroisocoumarin 
pepstatin A 

thiorphan 
GM6001 

GM6001 
GM6001 

GM6001 

GM6001 
leupeptin 

sodium nitroprusside 

Na 3 V0 4 

staurosporine 

staurosporine 
staurosporine 



Tayeh and Marietta (1989) 

Torphy et al. (1992) 
Weishaar et al. (1986) 
Torphy et al. (1992) 
Weishaar et al. (1986) 
Ballard et al. (1998) 
Fawcett et al. (2000) 

Hoorn and Roth (1993) 

Adeyemi et al. (1990) 
Toth and Marshall (1990) 

Grafet al. (1998) 
Bickett et al. (1993) 

Nagase et al. (1994) 
Nagase et al. (1994) 

Quesada et al. (1997) 

Nagase et al. (1994) 

Schwartz and Bradford 
(1986) 

Wolin et al. (1982) 

Chevalier et al. 1988) 

Parker et al. (2000) 

Lengyel et al. (2001) 
Robbins et al. (1993) 
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p56 ! y n kinase 


bovine spleen 


staurosporine 


Parker et al. (2000) 


pD z> * Kinase 


oovine inymus 


staurosporine 


L^neng et ai. (i^yzj 




human recombinant 
(insect cells) 


staurosporine 


Parker et al. (2000) 


D4.4 receptor - 

G protein coupling (h) 


human recombinant 

(LHU cells) 


dopamine 


Chio et al. (1994) 


D4.4 receptor - 

G protein coupling (h) 

(antagonist effect) 


human recombinant 
(CHO cells) 


spiperone 


Chioetal. (1994) 




human recombinant 
(HEK-293 cells) 


neostigmine 


Ellman et al. (1961) 


Catechol- 

O-methyl transferase 


porcine liver 


Ro 41-0960 


Muller-Enoch et al. (1976) 




rat brain 


AoAA 


Losher(1981) 


ATPase (Na + /K + ) 


dog kidney 


ouabain 


Fiske and Subbarow (1925) 



2.2.2. Experimental Conditions 



Assav 



^tedifotwli « 



Gnu 



COX2 (h) arachidonic acid 

(isolated enzyme) (1 uM) 

inducible NOS arginine 

(isol. enz/ spectrophoto.) (100 uM) 

[ 3 H]cAMP 

+ cAMP(l uM) 

[ 3 H]cAMP 

+ cAMP(0.1 uM) 

[ 3 H]cAMP 

+ cAMP(l uM) 

[ 3 H]cGMP 

+ cGMP(1 uM) 

[ 3 H]cGMP 

+ cGMP (2 uM) 



10min./25°C PGE 2 

3 h./37°C N Q 2 - 

30 min./30°C [ 3 H]5'AMP 

30 min./30°C [ 3 H]5'AMP 

30 min./30°C [ 3 H]5'AMP 

30 min./30°C [ 3 H]5'GMP 

30 min./30°C [ 3 H]5'GMP 



EIA 

Photometry 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 
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Reaction Product 
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Guanylyl cyclase 
(basal) 



[ 3 H]GMPc 

+ GMPc(10 uM) 

Mca-Arg-Pro-Pro-Gly-Phe- 
Ser-AIa-Phe-Lys (DNP)-OH 
(10 uM) 

MeOSAAPV-pNa 
(0.1 mM) 
antranilyl-HIV 
(75 uM) 
DAGNPG 
(50 uM) 

DNP-Pro-Cha-Gly- 

Cys(Me)-His-Ala- 

Lys(n-Me-Abz)-NH 2 

(10 uM) 

NFF-2 

(10 uM) 

NFF-2 

(10 uM) 

MMP-2/MMP-7 substrate 
(5 uM) 
NFF-2 
(5 uM) 

N-p-Tosyl-Gly-Pro-Arg- 

p-nitroanilide 

(0.1 mM) 

GTP 

(0.1 mM) 
pNPP 
(0.6 mM) 
poly GT 
(0.4 ng/ml) 



[y- 33 P]ATP 

+ autocamtide-2 (5 u.M) 

tr 33 p]ATP 

+ MBP (0.5 mg/ml) 



60 min./30°C [ 3 H]5'GMP 
20 min./22°C " Mca-peptides 



60 min./37°C 
40 min./37°C 
60 min./37°C 
40 min./37°C 

90 min./37°C 
60 min./RT 
45 min./37°C 
45 min./22°C 
8 min/37°C 

15 min./30°C 
30 min./22°C 
15 min./30°C 

40 min./22°C 

30 min./37°C 



pNa 

N-terminal tripeptide 

Dansyl-D-Ala-Gly 

Cys(Me)-His-Ala- 
Lys(n-Me-Abz)-NH 2 



Mca-Arg-Pro-Lys- 

Pro-Tyr-Ala 

Mca-Arg-Pro-Lys- 

Pro-Tyr-Ala 

Mca-Pro-Leu-Gly 

Mca-Arg-Pro-Lys- 

Pro-Tyr-AIa 

p-nitroanilide 



cGMP 
pNP 

phosphopoly GT 

[y* 33 P]autocamtide-2 
[y 33 P]MBP 



Scintillation 
counting 

Fluorimetry 



Photometry 
Fluorimetry 
Fluorimetry 
Fluorimetry 

Fluorimetry 
Fluorimetry 
Fluorimetry 
Fluorimetry 
Photometry 

RIA 

Photometry 

Fluorescence 
polarization 

Scintillation 
counting 

Scintillation 
counting 
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Assay 






IR<E3niiMHn IFVcxdhani 






KVEKIGEGTYGVVYK 


45 min./30°C 


phosphoKVEKIGEGTYGVVYK 


Fluorescence 




(300 uM) 






polarization 




[y- 33 P]ATP 


30 min/25°C 


[y- 33 P]poly GT 


Scintillation 




+ poly GT (0.5 mg/ml) 






counting 




poly GT 


" 15min./22°C 


phosphopoly GT 


Fluorescence 




(0.3 ug/ml) 






polarization 


D4.4 receptor - 


none 


30 min./30°C 


[ 35 S]GTP-y-S binding 


Scintillation 


G protein coupling (h) 


(10 dopamine 






f>Ai l nt i r\ cr 


^agonist eneci; 


tY\ IP PAflirAl 1 

ior coniroi ) 








D4.4 receptor - 


dopamine 


min./ju 


[ 35 S]GTP-y-S binding 


Scintillation 


C\ nrotpin foiinlintr ^7?) 

V_l U IVJ LV 1 1 1 vUUUIIIIg \ / 








counting 


(antagonist effect) 












AMTCh 


30 min./37°C 


thio-conjugate 


Photometry 




(50 uM) 








Catechol- 


esculetin 


30 min./37 


scopoletin 


Fluorimetry 


O-methyl transferase 


(1 uM) 


°C 








GABA (9 mM) 


60 min./37°C 


succinic 


Fluorimetry 




+ a-ketoglutarate (9 mM) 




semialdehyde 






ATP 


60 min./37°C 


Pi 


Photometry 




(2 mM) 









2.2.3. Analysis and Expression of Results 

The results are expressed as a percent of control values and as a percent variation of control values 

obtained in the presence of PF-592379-00. 

Individual and mean values are presented in the results section. 

The IC50 values (concentration causing a half-maximal inhibition of control values), EC50 values 
(concentration causing a half-maximal stimulation of control values) and Hill coefficients («//) were 
determined by non-linear regression analysis of the concentration-response curves using 
Hill equation curve fitting. 
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2.3. ADME-Tox: Solution Properties 



2.3.1. General Procedures 



Assav 



Technique 



Additional 
Information 



Reference Compound 



Bibliography 



Partition Coefficient 

(log D, n-octanol/PBS t pH 

7.4) 

Partition Coefficient 

(log D, cyclohexane/PBS, 
pH7.4) 



Shake-Flask 



Shake-Flask 



Shake-Flask 



Chromatographic 
purity 

UV/VIS spectrum 



8 Reference compounds Lipinski et al. 

(1997) 

8 Reference compounds Sangster 

(1997) 

8 Reference compounds Young et al. 

(1998) 



Notes : 

8 Reference compounds: metoprolol, rifampicin, ketoconazole, phenytoin, haloperidol, simvastatin, diethylstilbestrol, 
and tamoxifen. 



2.3.2. Experimental Conditions 

Assay Test Compound Equilibration / Incubation 



Analytical Method 



Partition Coefficient 
(log D, n-octanol/PBS t 
pH7A) 



200 uM (n=2) 
2 % DMSO 
100 uM (n-3) 
1 % DMSO 

100 uM (n=3) 
1 % DMSO 



24 hours in PBS at pH 7.4 at RT HPLC-UV/VIS 
60 min in n-octanol-PBS at pH 7.4 at RT HPLC-UV/VIS 

60 min in n-cyclohexane-PBS at pH 7.4 at RT HPLC-UV/VIS 



Notes : 

For the solubility assay, the default detection wavelength (230 nm) may be substituted, if appropriate. 

For the partition coefficient assay, the optimized detection wavelength is based on the UV/VIS spectrum acquired 

during the aqueous solubility assay. 



Abbreviations : 

DMSO: Dimethylsulfoxide 

HPLC-UV/VIS: HPLC with photodiode array detection (Instrumentation: Dionex) 

HPLC: High performance liquid chromatography 

PBS: Phosphate buffered saline; from Sigma, catalog number D-5652 

RT: Room temperature 

UV/VIS: Ultraviolet/Visible 
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2.3.3. Analysis and Expression of Results 

Aqueous Solubility 

Aqueous solubility (jiM) was determined by comparing the peak area of the principal peak in a 
calibration standard (200 \iM) containing organic solvent (methanol/water, 60/40, v/v) with the peak 
area of the corresponding peak in a buffer sample. In addition, chromatographic purity (%) was 
defined as the peak area of the principal peak relative to the total integrated peak area in the HPLC 
chromatogram of the calibration standard. A chromatogram of the calibration standard of the test 
compound, along with a UV/VIS spectrum with labeled absorbance maxima, was generated. 

Partition Coefficient (Log pH 7.4) 

The total amount of compound was determined as the peak area of the principal peak in a 
calibration standard (100 jiM) containing organic solvent (methanol/water, 60/40, v/v). The amount 
of compound in buffer was determined as the combined, volume-corrected, and weighted areas of 
the corresponding peaks in the buffer phases of three octanol-buffer samples of different 
composition. An automated weighting system was used to ensure the preferred use of raw data 
from those samples with well quantifiable peak signals. The amount of compound in octanol was 
calculated by subtraction. Subsequently, Log D was calculated as the Logio of the amount of 
compound in the octanol phase divided by the amount of compound in the buffer phase. 
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2.4. ADME-Tox: Bioanalytical 



2.4.1. General Procedures 



Assay 



Technique 



Additional Information 



HPLC-MS Screen 



HPLC-MS, and 
HPLC-MS/MS 



Full scan and product ion spectra; SRM conditions for 
quantitation, and ionization potential 



2.4.2. Experimental Conditions 



Assay 



Test Compound Analytical method 



200 iiM (n = 1) acetonitrile/methanolAvater (25/25/50, v/v/v) HPLC-MS and 

HPLC-MS/MS 



Abbreviations : 

HPLC-MS/MS: HPLC coupled with tandem mass spectrometry (Instrumentation: Thermo Finnigan) 
HPLC-MS: HPLC with mass spectrometry detection (Instrumentation: Thermo Finnigan) 
HPLC: High performance liquid chromatography 
SRM: Selected reaction monitoring 



2.4.3. Analysis and Expression of Results 



Full scan HPLC-MS analysis was conducted on the test compound at 200 u;M. Total ion current 
chromatograms and corresponding mass spectra were generated for the test compound in both 
positive and negative ionization modes. The precursor ions for MS/MS were selected from either 
the positive or the negative mass spectrum, as a function of the respective ion abundance. In 
addition, product ion HPLC-MS/MS analysis was performed in order to determine the appropriate 
selected fragmentation reaction for use in quantitative analysis. The final reaction monitoring 
parameters were chosen to maximize the possibility for quantitation of the test compound when 
present within a complex mixture of components. Finally, the test compound was assigned a rank 
number of ionization, which directly indicates its ease of quantitation. 



HPLC-MS Screen 
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2.5. ADME-Tox: In Vitro Absorption 



2.5.1. General Procedures 



A-B Permeability 

(pH 6.5/7.4) 

A-B Permeability 

(pH 7.4/7.4) 
B-A Permeability 
(pH 6.5/7.4) 
B-A Permeability 

(pH 7.4/7.4) 



TC7 1 5 passages in culture 

between passages 20 and 40 
TC7 1 5 passages in culture 

between passages 20 and 40 
TC7 1 5 passages in culture 

between passages 20 and 40 
TC7 1 5 passages in culture 

between passages 20 and 40 
TC7 1 5 passages in culture 

between passages 20 and 40 



13 to 25 propranolol, ranitidine, 
vinblastine* 

13 to 25 propranolol, ranitidine, 
vinblastine* 

13 to 25 propranolol, ranitidine, 
vinblastine* 

13 to 25 propranolol, ranitidine, 
vinblastine* 

13 to 25 verapamil 



Gres et al. 
(1998) 

Gres et al. 
(1998) 

Hunter et al. 
1993 

Hunter et al. 
1993 

Cavet et al. 
(1996) 



Notes : 

TC7 is a sub-clone of the Caco-2 cell line. 

* Vinblastine is tested in the A-B permeability when the B-A permeability is also requested. 



2.5.2. Experimental Conditions 

Assay Test OcoacMir^ntoanii 



.AmalkUDca!] Mealh(w9 



50 uM in HBSS 
(n=2) 

1 % DMSO 



50 uM in HBSS 
(n=2) 

1 % DMSO 



50 uM in HBSS 
(n=2) 

1 % DMSO 



A-to-B flux at 37 °C with shaking HPLC-MS/MS 

24- well transwell plate 

pH 6.5 in A and pH 7.4 in B 

Donor samples: time 0 and 120 min 

Receiver samples: time 60 min 

A-to-B flux at 37 °C with shaking HPLC-MS/MS 

24-well transwell plate 

pH 7.4 in A and pH 7.4 in B 

Donor samples: time 0 and 120 min * 

Receiver samples: time 120 min 

B-to-A flux at 37 °C with shaking HPLC-MS/MS 

24-well transwell plate 

pH 6.5 in A and pH 7.4 in B 

Donor samples: time 0 and 60 min 

Receiver samples: time 60min 



Version 1 
August 12, 2004 



Final Report - Study Number 8840 1 7 



p. 26/116 



Assay 



Test Concentration 



Biological Conditions 



Analytical Method 



50 uM in HBSS 
(n=2) 

1 % DMSO 



B-to-A flux at 37 °C with shaking 
24- we 11 transwell plate 
pH 7.4 in A and pH 7.4 in B 
Donor samples: time 0 and 60min 
Receiver samples: time 60 min 

B-to-A flux at 37 °C with shaking 

96-well transwell plate 

pH 7.4 in A and B sides 

Donor samples: time 0 and 180 min 

Receiver samples: time 1 80 min 



HPLC-MS/MS 



50 uM in HBSS 
(n=3) 

I % DMSO 

in A and B sides 



Scintillation counting 



Notes : 

Transwell plate: from Costar, 24-well plate, catalog number 3399 

Multiscreen plate: from Millipore, 96-well plate, catalog number MACAC02S5. 

Abbreviations : 

A: Apical side 

B: Basolateral side 

DMSO: Dimethylsulfoxide 

HBSS: Hank's balanced salt solution, from Invitrogen, catalog number 1 1201 
HEPES: N-(2-hydroxyethyl)-piperazine-N'-(2-ethanesulfonic acid) 

HPLC-MS/MS: HPLC coupled with tandem mass spectrometry (Instrumentation: Thermo Finnigan) 
HPLC-UV/VIS: HPLC with photodiode array detection (Instrumentation: Dionex) 
HPLC: High performance liquid chromatography 

MES: 2-(N-Morpholino)-ethanesulfonic acid, from Sigma, catalog number M-8652 
A-B Permeability: 

The working solution for the test compound was prepared as specified in the above table. 
14 C-mannitol (approximately 4 \iM) was also included in the working solution. The working 
solution was then added to the apical side. The respective buffer was added to the basolateral side. 
The following parameter was used for assessing the cell monolayer integrity: 
14 C-D-Mannitol permeability < 2.5 x 1 0" 6 cm/s 

B-A Permeability: 

The working solution for the test compound was prepared as specified in the above table. 
The working solution was then added to the basolateral side. The respective buffer, containing 
,4 C-D-mannitol (approximately 4 |iM), was added to the apical side. 
The following parameter was used for assessing the cell monolayer integrity: 
l4 C-D-Mannitol permeability < 2.5 x 1 0" 6 cm/s 



Version 1 
August 12, 2004 



Final Report - Study Number 8840 1 7 



p. 27/116 



P-glycoprotein Inhibition: 

Working solutions I and TI were prepared for each test compound as follows: 

Working Solution I: The compound was prepared at 50 |iM in HBSS-HEPES (5 mM), at pH 7.4 
from a 10 mM DMSO stock solution. Digoxin (10 |iM) and 0.1 % BSA were included in this 
working solution. The working solution was then added to the apical side. Working Solution II: The 
compound was prepared at 50 \iM in HBSS-HEPES (5 mM), at pH 7.4 from a 10 mM DMSO stock 
solution. 3 H-digoxin (10 |iM) and 0.1 % BSA were included in this working solution. The working 
solution was then added to the basolateral side. 

The following parameters were used for assessing the cell monolayer integrity: 
Lucifer yellow (100 ^M applied to the apical side) Papp < 1 x 10"^ cm/sec. 

2.5.3. Analysis and Expression of Results 
A-B Permeability 

The apparent permeability coefficient (P app ) of the test compound in the apical to the basolateral 
direction was calculated as follows. 

P app {cm I s) = F * XC * 120 x ! 

where Vr is the volume of the receiver chamber. Crho is the concentration of the test compound in 
the receiver chamber at time 120 minutes, At is the incubation time (120 minutes) and A is the 
surface area of the TC7 cell monolayer. CD,mid is the calculated mid-point concentration of the test 
compound in the donor side, which is the mean value of the donor concentration at time 0 minute 
and the donor concentration at time 120 minutes. CR, m jd is the mid-point concentration of the test 
compound in the receiver side, which is one half of the receiver concentration at time 120 minutes. 
Concentrations of the test compound are expressed as peak areas of the test compound. 
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Recovery of the Test Compound from A-B Permeability Assay 
The recovery of the test compound was calculated as follows: 

Re cov ery (%) = /J C/J12 ° +K * XC *'*> X 100 

V yf 

D WS 

where Vd and V R are the volumes of the donor and receiver chambers, respectively. Coi20 is the 
concentration of the test compound in the donor sample at time 120 minutes. Crj2o is the 
concentration of the test compound in the receiver sample at time 120 minutes. Cws is the 
concentration of the test compound in the working solution. Concentrations of the test compound 
are expressed as peak areas of the test compound. 

B-A Permeability 

The apparent permeability coefficient (P app ) of the test compound in the basolateral to the apical 
direction was calculated as follows. 

P {cm /s) = F * XC * 60 x ? 

Ax(C D ^-C R ^ d ) 

where Vr is the volume of the receiver chamber. Cr6o is the concentration of the test compound in 
the receiver chamber at time 60 minutes. At is the incubation time (60 minutes). A is the surface 
area of the TC7 cell monolayer. Ceroid is the calculated mid-point concentration of the test 
compound in the donor side, which is the mean value of the donor concentration at time 0 minute 
and the donor concentration at time 60 minutes. CR >m id is the mid-point concentration of the test 
compound in the receiver side, which is one half of the receiver concentration at time 60 minutes. 
Concentrations of the test compound are expressed as peak areas of the test compound. 
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Recovery of the Test Compound from B-A Permeability Assay 
The recovery of the test compound was calculated as follows: 

Re cov ery (%) = ^ xC ^ + ^ xC ^ X I00 

D * ^ WS 

where Vq and Vr are the volumes of the donor and receiver chambers, respectively. Cd60 is the 
concentration of the test compound in the donor sample at time 60 minutes. Cr6o is the 
concentration of the test compound in the receiver sample at time 60 minutes. Cws is the 
concentration of the test compound in the working solution. Concentrations of the test compound 
are expressed as peak areas of the test compound. 

P-glycoprotein Inhibition 

The percent inhibition of the permeation of 3 H-digoxin was calculated as follows: 

t I-..- ^n/x irvrt , (Vdlue)test — (Mean)background 

Inhibition (%) = 1 00 - (— - - - — - x 1 00) 

(Mean) contro/ — (Mean)background 

where (Mean) CO ntroi is the mean scintillation count of 3 H-digoxin on the apical side, obtained in the 
absence of the test compound. (Value) tes t is an individual scintillation count of 3 H-digoxin on the 
apical side, obtained in the presence of the test compound. (Mean) ba ckground is the mean scintillation 
count of 3 H-digoxin on the apical side, obtained in the presence of the highest concentration of the 
reference compound. This represents the value for passive permeation of 3 H-digoxin that cannot be 
inhibited by verapamil at 200 |iM. The average % Pgp inhibition of two individual replicates is 
then reported. 
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2.6.1. General Procedures 



Assay Source 



Reference Compound Bibliography 



CYP2B6 Inhibition 
(EFC substrate) 
CYP2C9 Inhibition 
(7 -MFC substrate) 
CYP2C 19 Inhibition 
(CEC substrate) 
CYP2D6 Inhibition 
(AMMC substrate) 
CYP2E1 Inhibition 
(7-EC substrate) 
CYP3A4 Inhibition 
(BFC substrate) 
CYP3A4 Inhibition 
(BzRes substrate) 



Human recombinant 
(1.25 pmol/mL) 
Human recombinant 
(10 pmol/mL) 
Human recombinant 
(15 pmol/mL) 
Human recombinant 
(10 pmol/mL) 
Human recombinant 
(15 pmol/mL) 
Human recombinant 
(15 pmol/mL) 
Human recombinant 
(2.5 pmol/mL) 
Human recombinant 
(2.5 pmol/mL) 
Human recombinant 
(2.5 pmol/mL) 
Human recombinant 
(22 pmol/mL) 
Human recombinant 
(2.5 pmol/mL) 
Human liver microsomes 
[protein]=0.3 mg/mL 



furafylline 

ketoconazole 

sulfaphenazole 

tranylcypromine 

quinidine 

4-methylpyrazole 

ketoconazole 

ketoconazole 

ketoconazole 

ketoconazole 

ketoconazole 



Crespi et al. (1997) 
Ekins et al. (1997) 
Crespi et al. (1997) 
Ono et al.(1996) 
Ono et al. (1996) 
Yamazaki et al. (1996) 
Stresser et al. (2000) 
Stresser et al. (2000) 
Lin et al. (2001) 
Nomeir et al. 2001 
Chang and Yeung (200 1 ) 



4 reference compounds Kuhnz and Gieschen 
(setl) (1998) 



Notes : 

CYP1 A2: from Pan Vera, catalog number P2792. 
CYP2B6: from Discovery Labware, catalog number 456255. 
CYP2C9: from Pan Vera, catalog number P2378. 
CYP2C19: from PanVera, catalog number P2570. 
CYP2D6: from PanVera, catalog number P2283. 
CYP2E1: from Discovery Labware, catalog number 456206. 
CYP3A4: from PanVera, catalog number P2377. 
CYP3A5: from PanVera, catalog number P2512. 

4 Reference compounds - set 1: Propranolol, Imipramine, Verapamil, and Terfenadine. 
Human liver microsomes: from Xenotech, catalog number: H0610, pooled and mixed gender. 
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2.6.2. Experimental Conditions 



CEC (5 uM), 
NADP (1.3 mM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
EFC(1.5 uM), 
NADP(1.3 mM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
MFC (50 uM), 
NADP (1.3 mM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
CEC (25 ^M), 
NADP(1.3 mM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
AMMC(1.5 uM), 
NADP (8.2 uM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
EC (4 uM), 
NADP (8.2 uM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
BFC (50 uM), 
NADP (1.3 mM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
BzRes (1 uM), 
NADP (1.3 mM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
Testosterone (50 uM), 
NADP (1.3 mM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 
Midazolam (5 uM), 
NADP (1.3 mM), 
G6P (3.3 mM), 
G6PDHase (0.4 U/mL) 



0 and 30 min, CHC 
37 °C 



0 and 50 min, HFC 
37 °C 



0 and 80 min, HFC 
37 °C 



0 and 60 min, CHC 
37 °C 



0 and 45 min, AHMC 

37 °C 



0 and 50 min, HC 
37 °C 



0 and 30 min, HFC 
37 °C 



0 and 40 min, resorufin 
37°C 



0 and 15 min, 6p-hydroxy- 
37°C testosterone 



Fluorimetry 



Fluorimetry 



Fluorimetry 



Fluorimetry 



Fluorimetry 



Fluorimetry 



Fluorimetry 



Fluorimetry 



HPLC-UV/VIS 



0 and 20 min, 1 -hydroxymidazolam HPLC-UV/VIS 

37°C 
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Assay 



Substrate / Cofactor 



Incubation 



Detected Component Analytical Method 



BFC (20 uM), 
NADP(1.3 mM), 
G6P(3.3mM), 
G6PDHase (0.4 U/mL) 
Test compound (1 uM), 
NADP (1 mM), 
G6P (5 mM), 

G6PDHase(l U/mL) 
with 0.6 % methanol, 

0.6 % acetonitrile 

(n=2) 



0 and 30 min, 
37 °C 



HFC 



Fluorimetry 



0 and 60 min, 
37 °C 



Product ion 
corresponding to the 
test compound via 



HPLC-MS/MS 



Phosphate 
buffer (50 
mM) pH 7.4 



SRM 



Abbreviations : 

AHMC: 3-[2-(N,N-diethyl-N-methylammoniurn)-ethyl]-7-hydroxy-4-methylcoumarin 

AMMC: 3-[2-(>J,N-ciiethyl-N-methyIammonium)-ethyl]-7-methoxy-4-methy!cournarin; from Discovery Labware, 
catalog number 45 1 700 

BFC: 7-Benzyloxy-4-(trifluoromethyl)-coumarin; from Discovery Labware, catalog number 451730 
BzRes : 7-benzyloxyresorufin 

CEC: 3-Cyano-7-ethoxycoumarin, from Molecular Probes, catalog number C-684 
CHC: 3-Cyano-7-hydroxycoumarin 
CYP: Cytochrome P450 

EC: 7-Ethoxycoumarin, from Molecular Probes, catalog number E-186 

EFC: 7-Ethoxy-4-trifluoromethy1coumarin, from Molecular Probes, catalog number E-2882 

G6P: D-Glucose-6-phosphate, from Sigma, catalog number G-7772 

G6PDHase: Glucose-6-phosphate dehydrogenase, from Sigma, catalog number G-4134 

HC: 7-Hydroxycoumarin 

HFC: 7-Hydroxy-4-trifluoromethylcoumarin 

HPLC-MS/MS: HPLC coupled with tandem mass spectrometry (Instrumentation: Thermo Finnigan) 
HPLC: High performance liquid chromatography 

MFC: 7-Methoxy-4-trifIuoromethylcoumarin,from Sigma, catalog number T-3165 

NADP: (^-Nicotinamide adenine dinucleotide phosphate, from Sigma, catalog number N-0505 

Res: Resorufln 

SRM: Selected reaction monitoring 

For CYP450 inhibition assays, the compound was tested at 10 \iM concentration in duplicate as 
specified in the Results section of this report. 
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2.6.3. Analysis and Expression of Results 

Cytochrome P450 Inhibition (fluorimetric detection) 

The fluorescent intensity (fu) measured at (t = 0) was subtracted from that measured after the 
appropriate incubation time (t = final). The ratio of signal-to-noise was calculated by comparing the 
fluorescence in incubations containing the test compound to the control samples containing the 
same solvent vehicle. The percent of control activity was then calculated. Subsequently, the percent 
inhibition was calculated by subtracting the percent control activity from 100. IC5Q values 
(concentration causing a half-maximal inhibition of control values) were determined by non-linear 
regression analysis of the concentration-response curves using Hill equation curve fitting. 

Cytochrome P450 Inhibition (HPLC-UV/VIS and HPLC-MS/MS detection) 

Peak areas corresponding to the metabolite of each substrate and the internal standard (when 
applicable) were recorded. The percent of control activity was then calculated. Subsequently, the 
percent inhibition was calculated by subtracting the percent control activity from 100 for each 
compound. IC50 values (concentration causing a half-maximal inhibition of control values) were 
determined by non-linear regression analysis of the concentration-response curves using Hill 
equation curve fitting. 

Metabolic Stability 

At the end of incubation at each of the time points, an equal volume of an organic mixture 
(acetonitrile/methanol, 50/50, v/v) containing an internal standard (when applicable) was added to 
the incubation mixture. Peak areas corresponding to the analytes were determined by HPLC- 
MS/MS. The ratio of precursor compound remaining after 60 minutes relative to the amount 
remaining at time zero, expressed as percent, is reported as metabolic stability. 
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2.7. ADME-Tox: Cytotoxicity 



2.7.1. General Procedures 



Assay 



Tissue / Cell Source 



Reference Compound 



Bibliography 



Cell viability 

(HepG2) 



HepG2 cells 



chlorpromazine 



Nociari et al. (1998) 



2.7.2. Experimental Conditions 

Assay Substrate / Stimulus Incubation Reaction Product Analytical Method 

AlamarBlue oxidized 48 hours, 37 °C AlamarBlue reduced Fluorimetry 
(resazurin) (resorufin) 



The compound was tested at 30 fiM in duplicate with a final DMSO (dimethylsulfoxide) 
concentration of 1 %. 



2.7.3. Analysis and Expression of Results 



The percent of control activity was calculated. Subsequently, the percent of inhibition was 
calculated by subtraction of the percent of control value from 100. The IC50 value (concentration 
causing a half-maximal inhibition of control values) was determined by non-linear regression 
analysis of the concentration-response curve using Hill equation curve fitting. 
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3. COMPOUNDS 



3.1. Test Compound 



From: PFIZER GLOBAL RESEARCH & DEVELOPMENT 



CEKJEPLD. GoooigNimfluB DJD>.. Baidfo Nhiranto- Saa5mira5ime4fl ^Q_W_ St©dk SDta&M 



884017-11 



PF-592379-00 



11350201 



235.33 



1.E-02MDMSO 
1 .E-02 M DMSO 
1 .E-02 M DMSO 
1.E-02MDMSO 



1.E-04MH2O* 
3.E-04MH2O** 
5.E-05MH2O*** 
1.E-03MH2O**** 



M.W.: Molecular Weight 

* For In Vitro Pharmacology 

* * For the ATPase (Na + /K + ) enzyme assay 

*** For the human MMP-2, MMP-3 and MMP-9 assays and the Abl kinase assay 
**** For final test concentrations higher than l.E-05 M 



3.2. Reference Compounds 



In each experiment, the respective reference compounds were tested concurrently with 
PF-5923 79-00 in order to assess the assay suitability. It was tested either at one or several 
concentrations (for IC50 or EC50 value determination), and the data were compared with historical 
values determined at Cerep. The assay was rendered valid if the suitability criteria were met, in 
accordance with the corresponding Standard Operating Procedure. 
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4. RESULTS~1 

4.1. 77V VITRO PHARMACOLOGY: Binding Assays 

The meairvalues for the effects of PF-592379-00 are summarized in table 1-1. 
The individual data obtained with PF-592379-00 are reported in table 1 - 2. 

The IC50 and Kj values for each reference compound are indicated in table 1 - 3. Each is within 
accepted limits of the historic average ±0.5 log units. 

The IC50 and Ki values determined for PF-592379-00 are indicated in table 1 - 4. 

The corresponding competition curves obtained with PF-592379-00 are shown in figures 1 to 9. 

The individual data obtained with PF-592379-00 are reported in table 1 - 5. 

The IC50 and Kj values for each reference compound are indicated in table 1 - 6. Each is within 
accepted limits of the historic average ±0.5 log units. 



Version 1 
August 12,2004 



Final Report - Study Number 8840 1 7 



p. 37/116 



Table 1 - 1 



Summary Results 



Ceytep CcOTBjpmaiBd B_IDL 


Cfloemfit CtaTsTipOXIMH 


fl D..IDL 


Tesa 

i(M8 


'% flnnifeSfoiitoni ©f 
OoMnlinoD Sjpsciiifnc IBiuKEiiraii 


Ai (h) 
884017-1 1 


PF-5 923 79-00 




1 .0E-05 


-19 


A2AW 

OO A A 1 "7 11 

oo40J7-l 1 


Pr-592379-00 




LOE-05 


1 


A 3 (h) 

QQACi 17 11 






1 f»TJ f\<. 


Q 


(Xi (non-selective) 

5940 17 11 

OOHU 1 /- 1 1 






i nt? 

1 .Uti-UD 


-/ 


oc 2 (non-selective) 

QQACi 1 1 11 

<$o4Ul /-l 1 


Pr-5923 79-00 




1 .0E-05 


i *f 

16 


884017-1 1 


PF-592379-00 




1 .0E-05 


3 


0t 2 B 

884017-1 1 


PF-592379-00 




1 .0E-05 


41 


PiW 
884017-11 


PF-592379-00 




1.0E-05 


24 


884017-11 


PF-592379-00 




1 .OE-05 


12 


884017-11 


PF-592379-00 




LOE-05 


0 


884017-11 


PF-592379-00 




1. OE-05 


2 


AT 2 (h) 
884017-11 


PF-592379-00 




1 .OE-05 


-9 


BZD (central) 
884017-11 


PF-592379-00 




LOE-05 


11 


B 2 (h) 
884017-11 


PF-592379-00 




1. 0E-05 


-1 


CGRP 
884017-11 


PF-592379-00 




1 .OE-05 


-18 


CB, (h) 
884017-11 


PF-592379-00 




1 .OE-05 


-8 


CB 2 (7?; 
884017-11 


PF-592379-00 




1. OE-05 


-5 


CCK A f/y (CCK,) 
884017-11 


PF-592379-00 




1 .OE-05 


-16 
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Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 

(M) 


% Inhibition of 
Control Specific Binding 


CCK B (h) (CCK 2 ) 
884017-11 


PF-592379-00 


1.0E-05 


-10 


Dl (h) 
88401 7- 11 


PF-592379-00 


1.0E-05 


2 


D2S (h) 
884017-11 


PF-592379-00 


1. OE-05 


2 



D3 (h) 

884017-11 PF-592379-00 1.0E-05 82 



D4.4 (h) 
884017-11 


PF-592379-00 


1.0E-05 


80 


ET B (7i; 
884017-11 


PF-592379-00 


1.0E-05 


-4 


GABA A 
884017-11 


PF-592379-00 


1.0E-05 


-18 


GABAb 
884017-11 


PF-592379-00 


1.0E-05 


12 


Kainate 
884017-11 


PF-592379-00 


1.0E-05 


-27 


NMDA 
884017-11 


PF-592379-00 


1 .OE-05 


3 


Glycine (strychnine-insensitive) 

884017-11 PF-592379-00 


1.0E-05 


-5 


CCR1 (h) 
884017-11 


PF-592379-00 


1 .0E-05 


-14 


Ghrelin (h) (GHS) 
884017-11 


PF-592379-00 


1. 0E-05 


7 


H, (central) 
884017-11 


PF-592379-00 


1. 0E-05 


47 


H 2 

884017-11 


PF-592379-00 


1. 0E-05 


10 


H 3 

884017-11 


PF-592379-00 


1. 0E-05 


24 


Ii (peripheral) 
884017-11 


PF-592379-00 


1 .0E-05 


1 1 


LTD 4 (h) 
884017-11 


PF-592379-00 


1. OE-05 


6 


MC, 

884017-11 


PF-592379-00 


1. OE-05 


12 


MC 4 (h) 
884017-11 


PF-592379-00 


1 .OE-05 


8 
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Assay 

CTcfficjp CTtfwiiiijpxoxiiriikii] H..1E5.. 


OflOHtl OOMQpiCKilllMil LID.. 


Test 


(OcDiDitno)!] Sjpeoiliic KuiniiSiiinig 


ML, 

884017-11 


PF-592379-00 


1 .OE-05 


-1 


ML2 (MT 3 ) 
884017-11 


PF-592379-00 


1 .0E-05 


34 


MAO-A 
884017-11 


PF-592379-00 


1. 0E-05 


70 


MAO-B 
884017-11 


PF-592379-00 


1. OE-05 


-16 


Mi W 
884017-11 


PF-592379-00 


1. OE-05 


-23 


M 2 (h) 
884017-11 


PF-592379-00 


1. OE-05 


19 


M 3 (h) 
884017-11 


PF-592379-00 


1 .OE-05 


16 


NK, (h) 
884017-11 


PF-592379-00 


1 .OE-05 


-1 


Yi (h) 
884017-11 


PF-592379-00 


1 .OE-05 


10 


N (neuronal) (oc-BGTX-insensitive) 
884017-11 PF-592379-00 


1. OE-05 


11 


N (h) (muscle-type) 
884017-11 


PF-592379-00 


1. OE-05 


3 


52 (h) (DOP) 
884017-11 


PF-592379-00 


1. OE-05 


6 


K (KOP) 
884017-11 


PF-592379-00 


1. OE-05 


34 


\i (h) (MOP) 
884017-11 


PF-592379-00 


1. OE-05 


4 


ORL1 (h) (NOP) 
884017-11 


PF-592379-00 


1. OE-05 


-1 


OT(h) 
884017-11 


PF-592379-00 


1. OE-05 


-32 . 


PCP 

884017-11 


PF-592379-00 


1 .OE-05 


0 


P2X 

884017-11 


PF-592379-00 


1. OE-05 


5 


5-HT 1A (h) 
884017-11 


PF-592379-00 


1. OE-05 


39 


5-HT IB 
884017-11 


PF-592379-00 


1. OE-05 


-5 



5-HT 1D 
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Assay 

Cerep Compound I.D. 


Client Compound l.D. 


Test 
Concentration 

(MJ 


O/. If-|l-i| Hitirtn f 
SO IlllllLMIIUil \3» 

Control Specific Binding 


884017-1 1 


PF-592379-00 


1.0E-05 


24 


5-HT 2A (h) 
884017-11 


PF-592379-00 


1.0E-05 


8 


5-HT 2B (h) 
884017-11 


PF-592379-00 


1 .0E-05 


3 


5-HT 2C (h) 
884017-11 


PF-592379-00 


1 .OE-05 


. 32 


5-HT 3 (h) 
884017-1 1 


PF-592379-00 


1 .0E-05 


6 


5-HT 4c (h) 
884017-1 1 


PF-592379-00 


1 .OE-05 


-7 


5-HT 6 (h) 
8840 17-1 1 


PF-592379-00 


1 .0E-05 


25 


5-HT 7 (fcj 
884017-1 1 


PF-592379-00 


1 .OE-05 


10 


a (non-selective) 
884017-1 1 


PF-592379-00 


1 .OE-05 


7 


ssU (h) 
884017-1 1 


PF-592379-00 


1 .OE-05 


-3 


sst 5 

884017-1 1 


PF-592379-00 


1 .OE-05 


7 


Glucocorticoid (h) (GR) 
884017-11 


PF-592379-00 


1 .OE-05 


8 


Estrogen a (7i) (ERa) 
884017-11 


PF-592379-00 


1 .OE-05 


-8 


Androgen (h) (AR) 
884017-11 


PF-592379-00 


1. OE-05 


0 


TH 

884017-11 


PF-592379-00 


1. OE-05 


-3 


Urotensin-II (UT-II) 
884017-11 


PF-592379-00 


1 .OE-05 


14 


VIP, (h) (VP AC,) 
884017-11 


PF-592379-00 


1. OE-05 


-5 


Vufl) 
884017-11 


PF-592379-00 


1. OE-05 


22 


Ca 2+ channel (L, DHP site) 
884017-11 


PF-592379-00 


1. OE-05 


3 


Ca 2+ channel (L, verapamil site) (phenylalkylamines) 
8840 1 7- 1 1 PF-5923 79-00 


1 .OE-05 


-6 


Ryanodine (RY 3 ) 
884017-11 


PF-592379-00 


1. OE-05 


29 
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Assay 

Cetncp CoJingMKunDiiS A-©- 


Onemn CmngHMinoiil B.ID.. 


Test 
OsBDfiiKlinaliioiii 


l % MsaM&tm of 

(f^niTnliTTm 1 ! Si'mFtf-iffHr* MnonTfliTno 


K + atp channel 
884017-1 1 


PF-5 923 79-00 


1 .0E-05 


20 


K + v channel 
884017-1 1 


PF-592379-00 


1 .0E-05 


-3 


SK + Ca channel 
884017-11 


PF-592379-00 


1 .0E-05 


-1 1 


Na + channel (site 2) 
884017-11 


PF-592379-00 


1 .0E-05 


-35 


CI" channel 
884017-11 


PF-592379-00 


1.0E-05 


-46 


NE transporter (h) 
8840 1 7- 1 1 


PF-592379-00 


1 .OE-05 


1 


DA transporter (h) 
8840 17- ll 


PF-592379-00 


1. OE-05 


3 


GABA transporter 
884017-11 


PF-592379-00 


1. OE-05 


-12 


Choline transporter 
884017-11 


PF-592379-00 


1. OE-05 


-4 


5-HT transporter (h) 
884017-11 


PF-592379-00 


1 .OE-05 


16 



Version 1 
August 12, 2004 



Final Report - Study Number 8840 1 7 



p. 42/116 



Table 1 - 2 
Individual Data 



Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 

(M) 


% of Control Specific Binding 

I s1 2 nd Mean 


Ai (h) 
8840 17-1 1 


PF-592379-00 


1 .0E-05 


115.1 


122.6 


118.9 


A 2A (h) 

oo*IU 1 /- 1 1 


t>c <O0'j'7O nn 
rrOyzJ /V-UU 


1 flTJ AC 


107.4 


90.6 


99.0 


A 3 (h) 
884017-1 1 




1 OF-0*. 


93.9 


88.5 


91.2 


ai (non-selective) 
88401 7-1 1 

OO^U 1 / 1 I 




1 OF-0*. 


109.2 


105.4 


107.3 


a 2 (non-selective) 

QQAf\ 17 11 




1 nc n< 


92.7 


75.6 


84.1 


a2A (h) 

oo ac\ n ii 
oo4Ul /-I 1 


Pr-592379-UU 


1 ATT AC 


99.2 


95.8 


97.5 


a 2 B 

884017-1 1 


PF-592379-00 


1.0E-05 


52.8 


64.8 


58.8 


Pi ft) 
884017-11 


PF-592379-00 


1 .0E-05 


85.9 


66.5 


76.2 


p 2 ft> 
884017-11 


PF-592379-00 


1 .0E-05 


90.8 


85.2 


88.0 


Pa ft> 
884017-11 


PF-592379-00 


1.0E-05 


102.3 


97.5 


99.9 


at, ft; * 

884017-11 


PF-592379-00 


1.0E-05 


98.4 


97.0 


97.7 


AT 2 (h) 
884017-11 


PF-592379-00 


1.0E-05 


111.6 


105.7 


108.7 


BZD (central) 
884017-11 


PF-592379-00 


1 .0E-05 


88.8 


89.4 


89.1 


Baft) 
884017-11 


PF-592379-00 


1.0E-05 


102.3 


100.1 


101.2 


CGRP ^ 
884017-11 


PF-592379-00 


1.0E-05 


112.5 


123.1 


117.8 


CB, (h) 
884017-11 


PF-592379-00 


1.0E-05 


101.1 


115.5 


108.3 


CB 2 (h) 
884017-11 


PF-592379-00 


1.0E-05 


99.6 


111.4 


105.5 


CCK A ft;(CCK,) 
884017-11 


PF-592379-00 


1.0E-05 


112.4 


119.1 


115.7 
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Assay 




Test 
«) 


% Cmnrto!! Spadiflc Bib 




CCK B (h) (CCK 2 ) 
884017-11 


PF-592379-00 


1 .0E-05 


109.8 


110.2 


110.0 


Dl (h) 
884017-11 


PF-592379-00 


1.0E-05 


97.1 


99.7 


98.4 


D2S (h) 
884017-11 


PF-592379-00 


l .0E-05 


100.0 


95.3 


97.6 


D3 (h) 
884017-11 


PF-592379-00 


1 .0E-05 


17.7 


19.3 


18.5 


D4.4 (h) 
884017-1 1 


PF-592379-00 


1 .0E-05 


12.7 


28.2 


20.4 


ET B (h) 
884017-11 


PF-592379-00 


1 .0E-05 


99.9 


107.3 


103.6 


GABA A 
884017-11 


PF-592379-00 


1 .0E-05 


124.1 


111.1 


117.6 


GABA B 
884017-11 


PF-592379-00 


1 .0E-05 


82.5 


93.5 


88.0 


Kainate 
884017-11 


PF-592379-00 


1.0E-05 


152.5 


101.0 


126.7 


NMDA 
884017-11 


PF-592379-00 


1 .OE-05 


102.2 


91.2 


96.7 


Glycine (strychnine-insensitive) 
884017-11 PF-592379-00 


1 .OE-05 


104.4 


106.1 


105.2 


CCR1 (h) 
884017-11 


PF-592379-00 


1 .OE-05 


111.4 


116.9 


114.1 


Ghrelin (h) (GHS) 
884017-11 


PF-592379-00 


1 .OE-05 


95.7 


90.8 


93.3 


H] (central) 
884017-11 


PF-592379-00 


1 .OE-05 


52.2 


53.0 


52.6 


H 2 

884017-11 


PF-592379-00 


1 .OE-05 


89.0 


90.5 


89.7 


H 3 

884017-11 


PF-592379-00 


1 .OE-05 


71.9 


81.0 


76.5 


Ii (peripheral) 
884017-11 


PF-592379-00 


1. OE-05 


79.4 


98.6 


89.0 


LTD 4 (h) 
884017-11 


PF-592379-00 


1. OE-05 


79.7 


107.4 


93.6 


MC, 

884017-11 


PF-592379-00 


1. OE-05 


75.6 


99.5 


87.6 


MC 4 (h) 
884017-11 


PF-592379-00 


1 .OE-05 


91.7 


92.5 


92.1 
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Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 

(Mj 


% of Control Specific 


Binding 

X'lesn 


ML, 

8840 17- 1 1 


PF-592379-00 


1 .0E-05 


101.3 


99.8 


100.6 


ML 2 (MT 3 ) 
884017-1 1 


PF-592379-00 


1.0E-05 


64.9 


67.5 


66.2 


MAO-A 
884017-1 1 


PF-592379-00 


1 .OE-05 


31.9 


28.0 


29.9 


MAO-B 
884017-1 1 


PF-592379-00 


1 .OE-05 


115.7 


116.8 


116.3 


M x (h) 
884017-1 1 


PF-592379-00 


1. OE-05 


116.0 


130.0 


123.0 


884017-11 


PF-592379-00 


1 AC AC 

1 .OE-05 


77.8 


83.3 


80.6 


884017-11 


PF-592379-00 


1 ac ac 
1 .OE-05 


91.9 


75.5 


83.7 


NK, (h) 
884017-11 


PF-592379-00 


1 ni7 


100.1 


101.6 


1 nn 0 
1UU.8 


884017-11 


PF-592379-00 


1 nt? 
1 .Ufc-lo 


81.2 


98.3 




N (neuronal) (a-BGTX-insensitive) 
884017-11 PF-592379-00 




82.3 


95.4 


00 a 


N (h) (muscle-type) 
884017-11 


PF-592379-00 


1 AC AC 


100.4 


93.5 


97.0 


82 (h) (DOP) 
884017-11 


PF-592379-00 


1 .OE-05 


98.0 


90.0 


94.0 


k (KOP) 
884017-11 


PF-592379-00 


1 .OE-05 


72.2 


59.0 


65.6 


\i (h) (MOP) 
884017-11 


PF-592379-00 


1 .OE-05 


84.7 


106.4 


95.5 


ORL1 (h) (NOP) 
884017-11 


PF-592379-00 


1 .OE-05 


100.1 


100.9 


100.5 


OT(h) 
884017-11 


PF-592379-00 


1 .OE-05 


147.5 . 


117.4 


132.5 


PCP 

884017-11 


PF-592379-00 


1. OE-05 


106.2 


94.3 


100.3 


P2X 

884017-11 


PF-592379-00 


1. OE-05 


92.5 


97.6 


95.0 


5-HT 1A (h) 
884017-11 


PF-592379-00 


1 .0E-05 


62.6 


60.3 


61.5 


5-HT 1B 
884017-11 


PF-592379-00 


1. OE-05 


99.0 


110.8 


104.9 



5-HT 1D 
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Oboui CcamgwKijnQifl LID).. 


Tcsa 


( % iof Oraiflmroll SjpaciiJfiic Bimfag 

0*' 2 Ildl Mean 


OO /I A 1 "7 II 

884017-1 1 


PF-592379-00 


1 .0E-05 


72.4 


78.7 


75.5 


5-HT 2A (h) 
884017-1 1 


tit? crt*mo c\f\ 

PF-592379-00 


1 .0E-05 


90.4 


92.9 


91.6 


5-HT 2B (h) 

O O A f\ 1 T 11 

884017-1 1 


PF-592379-00 


1 .0E-05 


99.9 


93.2 


96.6 


5-HT 2C (h) 
884017-1 1 


PF-592379-00 


1.0E-05 


66.0 


69.2 


67.6 


5-HT 3 (h) 

05401 /-l 1 


DC Cn*»77rt AA 

rr-592379-U0 


1 AT? AC 

1 .0b-05 


97.3 


91.1 


94.2 


5-HT 4e (h) 

OO/IAI *7 11 

884017-1 1 


T»T? CAT) 1f\ f\f\ 

PF-592379-00 


1 .0E-05 


102.2 


111.8 


107.0 


5-HT 6 (7i; 

oo/i a it 11 
8840 17-1 1 


tit? cmnn (\f\ 

PF-592379-00 


1 .0E-05 


77.3 


73.3 


75.3 


5-HT7 w 

QQ/1 A 1 *7 11 

oo40 1 /- 1 1 


TJX? CAT2*7A AA 

rh-592379-00 


1 AT? AC 

1 .OL-05 


90.2 


89.9 


90.0 


a (non-selective) 

OO/IA 1*7 11 

884017-1 1 


AT? CA*>">*7A AA 

Pr -592379-00 


1 .0E-05 


99.8 


87.2 


93.5 


SSt4 (h) 
00 /in 1 1 11 

884017-1 1 


PF-592379-00 


1 .0E-05 


112.5 


93.8 


103.1 


sst 5 (h) 

00/iAn 11 

884017-1 1 


PF-592379-00 


1 .0E-05 


87.8 


97.4 


92.6 


Glucocorticoid (GR) 

00/l/\1"T 11 

884017-1 1 


PF-592379-00 


1 .0E-05 


103.9 


81.1 


92.5 


Estrogen a (h) (ERa) 
884017-1 1 


PF-592379-00 


1 .0E-05 


106.2 


109.7 


108.0 


Androgen (h) (AR) 
884017-1 1 


PF-592379-00 


1 .0E-05 


98.3 


102.3 


100.3 


TH 

884017-1 1 


PF-592379-00 


1 .0E-05 


102.1 


103.2 


102.7 


Urotensin-II (UT-II) 
884017-11 


PF-592379-00 


1 .0E-05 


91.5 


80.9 


86.2 


VIP, (h) (VP AC,) 
884017-11 


PF-592379-00 


1 .OE-05 


103.5 


105.6 


104.6 


884017-11 


PF-592379-00 


1.0E-05 


75.8 


81.2 


78.5 


Ca 2+ channel (L, DHP site) 
884017-11 


PF-592379-00 


1 .0E-05 


102.7 


90.7 


96.7 


Ca 2+ channel (L, verapamil site) (phenylalkylamines) 
884017-11 PF-592379-00 


1 .0E-05 


101.5 


111.2 


106.3 


Ryanodine (RY 3 ) 
884017-11 


PF-592379-00 


1 .OE-05 


58.3 


83.9 


71.1 



Version 1 
August 12, 2004 



Final Report - Study Number 8840 1 7 



p. 46/116 



Assay 

Cerep Compound l.D. 


Client Compound l.D. 


Test 
Concentration 

(M) 


% of Control Specific Binding 

l sl 2 nd Mean 


K + atp channel 
884017-1 1 


PF-592379-00 


1.0E-05 


85.3 


74.9 


80.1 


K + v channel 
884017-1 1 


PF-5 923 79-00 


1 .OE-05 


103.5 


102.1 


102.8 


SK + Ca channel 
884017-11 


PF-592379-00 


1 .0E-05 


107.7 


114.3 


111.0 


Na + channel (site 2) 
884017-1 1 


PF-592379-00 


1 .0E-05 


120.2 


150.4 


135.3 


CI" channel 
884017-1 1 


PF-592379-00 


1.0E-05 


150.5 


141.0 


145.7 


NE transporter (h) 

oo4U17-l 1 


PF-592379-00 


1 At? AC 

1 .0E-05 


95.5 


103.0 


99.3 


DA transporter (h) 
884017-11 


PF-592379-00 


1 .OE-05 


100.2 


94.7 


97.4 


GABA transporter 
884017-11 


PF-592379-00 


1 .OE-05 


113.2 


110.8 


112.0 


Choline transporter 
884017-11 


PF-592379-00 


1. OE-05 


91.1 


117.2 


104.2 


5-HT transporter (h) 
884017-11 


PF-592379-00 


1 .OE-05 


85.4 


81.8 


83.6 



Version 1 
August 12, 2004 



Final Report - Study Number 884017 



p. 47/1 



Table 1 - 3 



Reference Compound Data 



Assay . 

ll« J*tfip h mJ a fTivr\P» h ,nvTrrnTT\rrvi rr m n\ 


BC50 






npppY 


Z.JH-Uo 


1 nfi 




A 2A (h) 
NECA 




^- . j> iSj \j 0 


0 7 


A 3 (h) 
IB-MECA 


2.2E-09 


1.5E-09 


0.9 


ai (non-selective) 
prazosin 


6.4E-10 


1.7E-10 


0. 7 


oc 2 (non-selective) 
vohimbine 


7 7F-08 


J JD"UO 


1 1 
1 . 1 


yonimoinc 






l.l 


yohimbine 


9.8E-09 


0 or f\c% 

3.8E-09 


0. 7 


Pi w 

atenolol 


1.5E-06 


6.7E-07 


0.8 


ICI 1 18551 


3.6E-09 


1 .5E-09 


1.2 


cyanopindolol 


5.3E-08 


3.5E-08 


0.7 


saralasin 


1 .6E-09 


1 .2E-09 


1.3 


AT 2 ^ 
saralasin 


1.5E-10 


5.7E-1 1 


1.0 


BZD (central) 
diazepam 


L2E-08 


9.9E-09 


0.9 


NPC 567 


6.6E-09 


3.0E-09 


1.0 


CGRP (h) 
hCGRPa 


1.8E-10 


4.1E-11 


1.0 


CB, (h) 
WIN 55212-2 


2.5E-08 


1 .8E-08 


1.1 


CB 2 (h) 
WIN 55212-2 


4.2E-09 


1 .5E-09 


1.3 


CCK A (7i;(CCK,) 
CCK-8 


7.8E-10 


4.8E-10 


0.6 



CCK B (h) (CCK 2 ) 
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CCK-8 


2.1E-09 


1 .4E-09 


1.0 


D\(h) 
SCH 23390 


6.2E-10 


2.9E-10 


0.9 


D2S (h) 
(+)butaclamol 


5.9E-09 


2.1E-09 


1.1 


D3 (h) 

(+)butaclamoI 


6.1E-08 


1.3E-08 


1.3 


D4.4 (h) 
clozapine 


1.3E-07 


5.6E-08 


1.1 


ETg (h) 
endothelin-3 


1.3E-10 


9.8E-1 1 


0.7 


GABA A 
muscimol 


1.0E-08 


7.2E-09 


1.2 


GABAb 
baclofen 


5.7E-08 


3.1E-08 


1.4 


Kainate 
kainic acid 


3.2E-08 


2.5E-08 


1.0 


NMDA 
CGS 19755 


3.9E-07 


3.2E-07 


1.2 


Glycine (strychnine-insensitive) 
glycine 


4.4E-07 


4.0E-07 


0.8 


CCR1 (h) 
MIP-la 


8.8E-11 


3.2E-1 1 


LI 


Ghrelin (h) (GHS) 
ghrelin 


4.2E-10 


1.7E-10 


1.3 


Hj (central) 
pyrilamine 


2.2E-09 


9.5E-10 


1.3 


H 2 

cimetidine 


1.1E-06 


9.1E-07 


0.7 


H 3 

(R)cc-Me-histamine 


1.5E-09 


6.0E-10 


0.7 


Ii (peripheral) 
rilmenidine 


2.3E-07 


1.2E-07 


0.8 


LTD 4 (7i; 
LTD 4 


4.2E-09 


2.8E-09 


0.7 


MC, 

NDP-oc-MSH 


9.2E-11 


4.6E-11 


1.1 


MC 4 (h) 
NDP-oc-MSH 


3.0E-10 


2.5E-10 


0.8 


ML! 

melatonin 


2.1E-10 


1.4E-10 


1.0 




Assay 

Reference Compound 
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Assay iCsn Bsi 



ML 2 

melatonin 


5.7E-08 


5.6E-08 


0.9 


MAO-A 
clorgyline 


1.6E-09 


9.2E-10 


1.6 


MAO-B 
(R)-deprenyl 


1.2E-08 


6.8E-09 


0.9 


Mj (h) 
pirenzepine 


5.0E-08 


4.3E-08 


0.7 


methoctramine 


4.8E-08 


3.2E-08 


0.8 


4-DAMP 


2.6E-09 


1 .9E-09 


0.8 



NK, (h) 

, [Sar 9 ,Met(Q 2 )"]-SP 3.1E-10 1.4E-10 08 



Yi (h) 



NPY 


2.2E-10 


1.3E-10 


0.8 


N (neuronal) (a-BGTX-insensitive) 
nicotine 


9.2E-09 


5.0E-09 


0.9 


N (h) (muscle-type) 
a-bungarotoxin 


7.2E-09 


5.7E-09 


0.9 


82 (h) (DOP) 
DPDPE 


3.0E-09 


1 .8E-09 


1.1 


K (KOP) 
U 50488 


1.7E-09 


5.6E-10 


1.4 


U. (h) (MOP) 
DAMGO 


1.1E-09 


3.8E-10 


0.8 


ORL1 (h) (NOP) 
nociceptin 


6.3E-09 


2.6E-09 


1.9 


oxytocin 


4.7E-07 


4.6E-07 


1.2 


PCP 
MK 801 


3.8E-09 


3.6E-09 


1.0 


P2X 

a,P-MeATP 


1.2E-08 


5.5E-09 


0.9 


5-HT IA (h) 
8-OH-DPAT. 


7.5E-10 


3.8E-10 


1.1 


5-HT 1B 
5-HT 


2.7E-08 


1 .7E-08 


0.7 


5-HT 1D 
serotonin 


1.2E-09 


7.1E-10 


1.9 
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Assay 

Reference Compound 


IC 50 

(M) 






5-HT 2A (h) 
ketanserin 


2.5E-09 


1 .4E-09 


1.2 


5-HT 2B (h) 
serotonin 


9.6E-08 


4.3E-08 


1.0 


5-HT 2C (h) 
SB 242084 


3.0E-08 


1 .4E-08 


2.2 


5-HT 3 (h) 
MDL 72222 


2.9E-08 


1.5E-08 


LI 


5-HT4, (h) 
5-HT 


1 .9E-07 


8.3E-08 


0.7 


5-HT 6 (h) 
serotonin 


4.4E-07 


2.1E-07 


0.8 


5-HT 7 ^ 
serotonin 


5.0E-I0 


2.2E-10 


0.9 


a (non-selective) 
haloperidol 


7.8E-08 


6.1E-08 


1.0 


SSt4 (h) 

somatostatin 


1 .7E-08 


1.5E-08 


0.9 


sst 5 (h) 
somatostatin 


1 .2E-09 


1 .OE-09 


0.6 


Glucocorticoid (h) (GR) 
dexamethasone 


6.0E-09 


3.0E-09 


1.2 


Estrogen a (h) (ERa) 
17-P-estradioI 


4.5E-08 


3.6E-08 


0.7 


Androgen (h) (AR) 
methyltrienolone 


1 .9E-09 


1.5E-09 


1.2 


TH 

T 3 


3.9E-I0 


2.8E-10 


1.0 


Urotensin-II (UT-II) 
urotensin-II 


4.9E-09 


4.5E-09 


0.9 


VIP, (h) (VP AC,) 
VIP 


2.9E-10 


1.6E-10 


0.9 


[d(CH 2 ) 5 1 ,Tyr(Me) 2 ]-AVP 


1.2E-09 


7.7E-10 


LI 


Ca 2+ channel (L, DHP site) 
nitrendipine 


9.6E-10 


3.2E-10 


1.3 


Ca 2+ channel (L, verapamil site) (phenylalkylamines) 
D600 


1.0E-07 


1.7E-08 


0.7 


Ryanodine (RY 3 ) 
ryanodine 


3.1E-09 


2.0E-09 


L0 



K + AT p channel 
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Assay 

Reference CosraugMwajud 




By, 


Mb 


glibenclamide 


3.6E-09 


1.2E-09 


2.0 


K + v channel 
a-dendrotoxin 


1 .4E-09 


1.1E-09 


3.3 


SK + Ca channel 
apamin 


2.8E-11 


L8E-I1 


1.2 


Na + channel (site 2) 
veratridine 


7.7E-06 


6.9E-06 


0.8 


CI" channel 
picrotoxinin 


1.3E-07 


1.1E-07 


1.3 


NE transporter (h) 
protriptyline 


1.2E-08 


9.7E-09 


1.1 


DA transporter (h) 
BTCP 


2.2E-08 


9.9E-09 


0.9 


GABA transporter 
nipecotic acid 


6.8E-06 


6.8E-06 


0.7 


Choline transporter 
hemicholinium-3 


1.1E-08 


7.5E-09 


1.1 


5-HT transporter (h) 
imipramine 


4.9E-09 


2.0E-09 


1.0 
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Table 1 - 4 



IC50 Determination: Summary Results 



Assay 

Cerep Compound I.D. 


Client Compound I.D. 


IC 50 

(M) 


(Ml 




Flags 


a 2B 

8840 17-1 1 


PF-592379-00 


1 .0E-05 


4.0E-06 


0.9 




D3(h) 

884017-1 1 


PF-592379-00 


1 .2E-06 


2.5E-07 


0.7 




D4.4 (7;; 
sfizin 1711 


rr-jVzJ /V-UU 


#C AT? fi7 

o.ot-u / 


Z.ot-U / 


u.o 




Hi (central) 
884017-11 


PF-592379-00 


1.6E-05 


6.9E-06 


0.6 




ML 2 (MT 3 ) 
884017-11 


PF-592379-00 


4.3E-05 


4.2E-05 


0.7 




MAO-A 
884017-11 


PF-592379-00 








N.C. 


K (KOP) 
884017-11 


PF-592379-00 


9.5E-05 


3.2E-05 


0.9 




5-HT 1A (h) 
884017-11 


PF-592379-00 


1.9E-05 


9.7E-06 


0.9 




5-HT 2C (h) 
884017-11 


PF-592379-00 








N.C. 



N.C: Not calculable. IC50 value is not calculable because of less than 25% inhibition at the highest tested 
concentration. 
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COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE ALPHA 2B RECEPTOR 



IC50= 1.0E-05 M 
nH= 0.9 




mwj rrw | rnw ^ iiii i^ i mi^ i m i^j i m ^ iiii ^ i mi 



Figure 1 
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COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE HUMAN D3 RECEPTOR 



IC50= 1.2E-06M 
nH= 0.7 




Figure 2 
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COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE HUMAN D4.4 RECEPTOR 



IC50 = 6.6E-07 M 
nH= 0.6 



I 

Q 

% 

i 

* 
p 

S 




Figure 3 
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COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE CENTRAL HI RECEPTOR 



IC50= 1.6E-05 M 
nH= 0.6 




Figure 4 
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COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE ML2 RECEPTOR 



IC50 = 4.3E-05 M 
nH= 0.7 




Figure 5 



Version 1 
August 12, 2004 



Final Report - Study Number 8840 1 7 



p. 58/116 



COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE MAO-A RECEPTOR 



IC50 not calculable 



I 




Figure 6 
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COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE KAPPA RECEPTOR 



IC50= 9.5E-05 M 
nH= 0.9 




Figure 7 
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COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE HUMAN 5-HT1A RECEPTOR 



IC50= 1.9E-05 M 
nH= 0.9 




Figure 8 
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COMPETITION CURVE OBTAINED WITH PF-592379-00 
AT THE HUMAN 5-HT2C RECEPTOR 



IC50 not calculable 



* 



5 




Figure 9 
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Table 1 - 5 



IC50 Determination : Individual Data 



Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 

(M) 


% of Control Specific 
1 st 2 nd 


Binding Flags 
Mean 1*2^ 


a 2B 

884017-11 
884017-11 
884017-11 
884017-11 
884017-11 
884017-11 
884017-11 
884017-11 


PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 


1.0E-11 
1.0E-10 
1 .OE-09 
1.0E-08 
1.0E-07 
1 .0E-06 
1.0E-05 
1.0E-04 


104.3 
102.8 
93.8 
103.7 
103.7 
87.1 
73.3 
9.9 


132.6 
107.9 
104.6 
114.9 
109.4 
90.1 
26.5 
15.1 


118.5 
105.4 
99.2 
109.3 
106.6 
88.6 
49.9 
12.5 


D3(h) 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 


PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 


1.0E-11 
1.0E-10 
1. OE-09 
1.0E-08 
1.0E-07 
1.0E-06 
1.0E-05 
1.0E-04 


95.2 
94.3 
86.6 
97.8 
83.5 
55.4 
15.9 
2.9 


102.1 
84.5 
97.5 
98.7 
86.5 
52.6 
15.1 
2.7 


98.6 
89.4 
92.0 
98.2 
85.0 
54.0 
15.5 
2.8 


D4.4 (h) 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 


PF-592379-00 

PF-592379-00 

PF-592379-00 

PF-592379-00 

PF-592379-00 1 

PF-592379-00 

PF-592379-00 

PF-592379-00 


1.0E-11 
1.0E-10 
1. OE-09 
1.0E-08 
1 .0E-07 
1.0E-06 
1.0E-05 
1.0E-04 


83.2 
86.8 
102.7 
78.9 
71.7 
45.0 
11.9 
-9.0 


94.8 
93.3 
94.1 
75.3 
83.2 
58.0 
17.7 
-6.8 


89.0 
90.1 
98.4 
77.1 
77.5 
51.5 
14.8 
-7.9 


Hi (central) 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 

884017-11 


PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 
PF-592379-00 


1.0E-11 
1.0E-10 
1. OE-09 
1.0E-08 
1.0E-07 
1.0E-06 
1.0E-05 
1.0E-04 


107.6 
102.4 
99.4 
104.3 
82.4 
81.7 
48.7 
24.3 


112.4 
119.8 
100.2 
96.9 
95.7 
100.9 
60.6 
26.2 


110.0 
111.1 
99.8 
100.6 
89.1 
91.3 
54.6 
25.3 


ML 2 (MT 3 ) 
884017-11 
884017-11 


PF-592379-00 
PF-592379-00 


1.0E-11 
1.0E-10 


113.4 
86.4 


116.1 
97.2 


114.7 
91.8 
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Cm^OnqmiindLD. CBmCaanpoamll.D. Cmsaaa&sa ,» ^ Mcml - 2 ^ 



884017-11 


PF-592379-00 


1.0E-09 


87.9 


90.0 


88.9 


884017-11 


PF-592379-00 


1.0E-08 


95.5 


93.6 


94.5 


884017-11 


PF-592379-00 


1 .0E-07 


103.6 


107.2 


105.4 


884017-11 


PF-592379-00 


1 .OE-06 


106.4 


104.8 


105.6 


oo4U 1 /- 1 1 


r>t7 CO')'370 f\f\ 

rr-jVzJ /V-UU 


1 .Ub-UD 


OV.D 


Jz.o 


61.5 {} 


604017-1 1 


t>t? crnnn f\r\ 

rr-592379-00 


1 .0E-04 


37.7 


44.6 


41.1 


MAO-A 












884017-11 


PF-592379-00 


1.0E-11 


100.4 


107.9 


104.1 


884017-11 


PF-592379-00 


1.0E-10 


109.8 


102.2 


106.0 


884017-11 


PF-592379-00 


1.0E-09 


97.5 


102.1 


99.8 


884017-11 


PF-592379-00 


1.0E-08 


96.0 


100.3 


98.2 


884017-11 


PF-592379-00 


1 .OE-07 


96.6 


95.7 


96.1 


884017-1 1 


PF-592379-00 


1 .OE-06 


94.6 


99.2 


96.9 


QQ/I A nil 

oo4U 1 /- 1 1 


Tic cmna An 




Ivl.Z 


101 .3 


101.3 


8840 17-1 1 


PF-592379-00 


1 .0E-04 


101.7 


102.6 


102.1 


K (KOP) 












884017-11 


PF-592379-00 


1.0E-11 


94.1 


83.6 


88.8 


884017-11 


PF-592379-00 


1.0E-10 


84.7 


86.9 


85.8 


884017-11 


PF-592379-00 


1.0E-09 


83.0 


91.9 


87.4 


884017-11 


PF-592379-00 


1.0E-08 


91.3 


65.9 


78.6 


884017-11 


PF-592379-00 


1 .OE-07 


91.9 


73.1 


82.5 


884017-11 


PF-592379-00 


1 .OE-06 


67.0 


84.1 


75.6 


884017-1 1 


PF-592379-00 


1.0E-05 


79.7 


71.4 


75.6 


884017-11 


PF-592379-00 


1 .0E-04 


37.7 


43.2 


40.5 


5-HT 1A (h) 












884017-11 


PF-592379-00 


1.0E-11 


87.0 


99.2 


93.1 


884017-11 


PF-592379-00 


1.0E-10 


84.7 


104.0 


94.4 


884017-11 


PF-592379-00 


1.0E-09 


88.2 


90.2 


89.2 


884017-11 


PF-592379-00 


1.0E-08 


87.3 


91.9 


89.6 


884017-11 


PF-592379-00 


1. OE-07 


85.0 


93.4 


89.2 


884017-1 1 


PF-592379-00 


1 .OE-06 


78.0 


87.0 


82.5 


884017-11 


PF-592379-00 


1.0E-05 


57.9 


60.9 


59.4 


884017-11 


PF-592379-00 


1 .0E-04 


16.8 


17.1 


17.0 


5-HT 2C (h) 












884017-11 


PF-592379-00 


1.0E-11 


93.8 


104.7 


99.2 


884017-11 


PF-592379-00 


1.0E-10 


95.6 


72.0 


83.8 


884017-11 


PF-592379-00 


l.OE-09 


82.0 


84.4 


83.2 


884017-11 


PF-592379-00 


1.0E-08 


75.3 


70.5 


72.9 


884017-11 


PF-592379-00 


1. OE-07 


83.5 


71.7 


77.6 


884017-11 


PF-592379-00 


1 .OE-06 


75.6 


69.6 


72.6 


884017-11 


PF-592379-00 


1.0E-05 


79.0 


72.3 


75.6 


884017-11 


PF-592379-00 


1 .OE-04 


70.7 


82.1 


76.4 



{ } : That replicate was excluded from the calculation 
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Assay Test % of Control Specific Binding Flags 

Cerep Compound I.D. Client Compound I.D. Concentration |SI ^ Mean ,« 2 ™- 

(Mj 



i 

s 
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Table 1 - 6 



Reference Compound Data 



Assay 

Reference Conrapoioirad 


0C 5jD 


m& 


*7e 


0C2B 

yohimbine 


1 .2E-08 


4.6E-09 


1.8 


D3(h) 

(+)butaclamol 


8.7E-08 


1 .9E-08 


1.3 


D4.4 (h) 
clozapine 


7 ATI fk© 


1 1 17 AC 


I.J 


Hi (central) 
pyrilamine 


1.7E-09 


7.3E-10 


0.9 


ML 2 (MT 3 ) 
melatonin 


1.2E-07 


1.2E-07 


0.8 


MAO-A 
cl orgy line 


2.0E-09 


1 .2E-09 


1.9 


K (KOP) 
U 50488 


7.2E-10 


2.4E-10 


0.8 


5-HT 1A (h) 
8-OH-DPAT 


5.8E-10 


2.9E-10 


1.0 


5-HT 2C (h) 
SB 242084 


8.6E-08 


4.1E-08 


1.5 
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4.2. IN VITRO PHARMACOLOGY: Enzvme and Cel l-based Assays 

The mean values for the inhibitory effects of PF-592379-00 are summarized in tables 2 - 1 and 2-7. 
The individual data obtained with PF-592379-00 are reported in tables 2 - 2 and 2-8. 
The IC50 value for each reference compound is indicated in tables 2-3 and 2-9. Each is within 
accepted limits of the historic average ± 0.5 log units. 



The mean values for the stimulatory effects of PF-592379-00 are summarized in table 2-4. 
The individual data obtained with PF-592379-00 are reported in table 2-5. 

The EC50 value for each reference compound is indicated in table 2-6. Each is within accepted 
limits of the historic average ± 0.5 log units. 



i 
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Table 2 - 1 



Summary Results 



Assay 

Cercp ConripouHTMl !LB- 


Cfliemi Conrapooflmi LO. 


Test 


% IjalhaibiJBOW of 


COX 2 (h) (isolated enzyme) 
884017-11 


PF-592379-00 


1.0E-05 


19 


inducible NOS (isol. enz/ spectrophoto.) 
884017-1 1 PF-592379-00 


1.0E-05 


-3 


Phosphodiesterase 2 (h) 
884017-11 


PF-592379-00 


1.0E-05 


-7 


Phosphodiesterase 3 (h) 
884017-11 


PF-592379-00 


1.0E-05 


13 


Phosphodiesterase 4 (h) 
884017-11 


PF-592379-00 


1.0E-05 


6 


Phosphodiesterase 5 (h) 
884017-11 


PF-592379-00 


1.0E-05 


24 


Phosphodiesterase 6 
884017-11 


PF-592379-00 


1.0E-05 


3 


Phosphodiesterase 1 1 (h)- Pfizer 
884017-11 


PF-592379-00 


1.0E-05 


-9 


ACE (h) (recombinant) 
884017-11 


PF-592379-00 


1.0E-05 


10 


Elastase (h) 
884017-11 


PF-592379-00 


1 .0E-05 


-2 


HIV-1 protease (h) 
884017-11 


PF-592379-00 


1.0E-05 


4 


Neutral endopeptidase (h) 
884017-11 


PF-592379-00 


1.0E-05 


-5 


MMP-1 (h) 
884017-11 


PF-592379-00 


1.0E-05 


2 


MMP-2 (h) 
884017-11 


PF-592379-00 


1.0E-05 


3 


MMP-3 (h) 
884017-11 


PF-592379-00 


1.0E-05 


6 


MMP-7 (h) 
884017-11 


PF-592379-00 


1.0E-05 


3 


MMP-9 (ty 
884017-11 


PF-592379-00 


1.0E-05 


-26 


Tryptase (h) 
884017-11 


PF-592379-00 


1.0E-05 


0 



Phosphatase IB (h) 
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Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 

(M) 


% Inhibition of 
Control Values 


884017-11 


PF-592379-00 


1.0E-05 


6 


Abl kinase 
884017-11 


PF-592379-00 


1 .0E-05 


-5 


CAM kinase II 
884017-11 


PF-592379-00 


1 .0E-05 


-22 


ERK 2 (P42 mapk ) 
884017-11 


PF-592379-00 


1 .OE-05 


-13 


p56 ,yn kinase 
884017-11 


PF-592379-00 


1.0E-05 


9 


p5 5^ kinase 
884017-11 


PF-592379-00 


1. 0E-05 


-5 


ZAP70 kinase (h) 
884017-11 


PF-592379-00 


1. 0E-05 


6 


Acetylcholinesterase (h) 
884017-11 


PF-592379-00 


1. 0E-05 


-4 


Catechol- O-methyl transferase 
884017-11 


PF-592379-00 


1. OE-05 


11 


GABA transaminase 
884017-11 


PF-592379-00 


1 .OE-05 


8 


ATPase (Na + /K + ) 
884017-11 


PF-592379-00 


3. 0E-05 


6 
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Table 2 - 2 
Individual Data 



Assay 

Geinep Corai^poaflimiil H.O.. 




Test 


'% .of Osratonol] Valoaes 
D sl 2 Ild Mean 


COX 2 (h) (isolated enzyme) 
884017-11 


PF-592379-00 


1 .0E-05 


75.6 


85.6 


80.6 


inducible NOS (isol. enz/ spectrophoto.) 
884017-11 PF-592379-00 


1.0E-05 


99.1 


106.5 


102.8 


Phosphodiesterase 2 (h) 
884017-11 


PF-592379-00 


1 .0E-05 


106.2 


108.7 


107.4 


Phosphodiesterase 3 (h) 
884017-11 


PF-592379-00 


1 .0E-05 


86.5 


87.4 


87.0 


Phosphodiesterase 4 (h) 
88401 7- 11 


PF-592379-00 


1 .0E-05 


97.9 


90.1 


94.0 


Phosphodiesterase 5 (7?) 
884017-11 


PF-592379-00 


1.0E-05 


78.9 


72.6 


75.8 


Phosphodiesterase 6 
884017-11 


PF-592379-00 


1 .0E-05 


98.2 


96.5 


97.3 


Phosphodiesterase 1 1 (h)- Pfizer 

884017-11 PF-592379-00 


1.0E-05 


107.9 


110.8 


109.3 


ACE (h) (recombinant) 
884017-11 


PF-592379-00 


1.0E-05 


80.4 


99.0 


89.7 


Elastase (h) 
884017-11 


PF-592379-00 


1.0E-05 


103.6 


99.7 


101.6 


HIV-1 protease^) 
884017-11 


PF-592379-00 


1.0E-05 


94.2 


98.5 


96.3 


Neutral endopeptidase (h) 
884017-11 


PF-592379-00 


1 .0E-05 


109.4 


101.6 


105.5 


MMP-1 (h) 
884017-11 


PF-592379-00 


1.0E-05 


97.8 


97.3 


97.5 


MMP-2 (h) 
884017-11 


PF-592379-00 


1.0E-05 


95.8 


98.4 


97.1 


MMP-3 (h) 
884017-11 


PF-592379-00 


1.0E-05 


96.7 


91.5 


94.1 


MMP-7 (h) 
884017-11 


PF-592379-00 


1.0E-05 


93.8 


100.1 


96.9 


MMP-9 (h) 
884017-11 


PF-592379-00 


1.0E-05 


121.9 


130.0 


126.0 


Tryptase (h) 
884017-11 


PF-592379-00 


1.0E-05 


101.2 


98.0 


99.6 



Phosphatase 1 B (h) 
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Asssy 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 

CM) 


% of Control Values 
I s ' 2°* Mean 


884017-1 1 


PF-592379-00 


1 .OE-05 


91.3 


95.8 


93.6 


Abl kinase 
884017-11 


PF-592379-00 


1 .OE-05 


102.9 


106.3 


104.6 


CAM kinase II 
884017-11 


PF-592379-00 


1 .0E-05 


110.1 


133.3 


121.7 


ERK 2 (P42 mapk ) 
884017-11 


PF-592379-00 


1 .0E-05 


106.1 


120.8 


113.4 


P 56 ,yn kinase 
884017-1 1 


PF-592379-00 


1 .0E-05 


102.1 


80.7 


91.4 


p55 fyn kinase 
884017-1 1 


PF-592379-00 


1.0E-05 


109.1 


100.2 


104.6 


ZAP70 kinase (h) 

OO/tAIT 11 

884017-1 1 


T»T7 Cn^TTO f\f\ 

PF-592379-00 


1 .Uh-05 


103.4 


84.4 


93.9 


Acetylcholinesterase (h) 
884017-11 


PF-592379-00 


1. OE-05 


103.1 


104.6 


103.9 


Catechol- O-methyl transferase 
884017-11 


PF-592379-00 


1. OE-05 


90.4 


87.7 


89.0 


GABA transaminase 
884017-11 


PF-592379-00 


1. OE-05 


89.2 


94.8 


92.0 


ATPase (Na7K + ) 
884017-11 


PF-592379-00 


3.0E-05 


95.9 


92.5 


94.2 
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Table 2 - 3 



Reference Compound Data 



Assay 

Refercaroce Copiigwmiiirad 


BC 50 


""ifu 


COX 2 (h) (isolated enzyme) 
NS 398 


2.8E-05 


0.7 


inducible NOS (isoL enz/ spectrophoto.) 
1400W 


2.2E-08 


1.2 


Phosphodiesterase 2 (h) 
EHNA 


5.6E-06 


0.5 


Phosphodiesterase 3 (7^ 
milrinone 


1.1E-07 


1.4 


Phosphodiesterase 4 (7^ 
rolipram 


1.2E-06 


1.0 


Phosphodiesterase 5 (h) 
dipyridamole 


8.8E-07 


1.1 


Phosphodiesterase 6 
zaprinast 


5.5E-07 


1.0 


Phosphodiesterase 1 1 (h)- Pfizer 
dipyridamole 


5.0E-07 


1.3 


ACE (h) (recombinant) 
captopril 


5.8E-09 


0.9 


Etastase (h) 

3',4'dichloroisocoumarin 


6.6E-06 


1.3 


HIV-1 protease (h) 
pepstatin A 


1.7E-06 


1.1 


Neutral endopeptidase (h) 
thi orphan 


1.8E-09 


0.4 


MMP-1 (h) 
GM6001 


2.3E-09 


1.3 


MMP-2 (h) 
GM6001 


1.8E-09 


1.5 


MMP-3 (h) 
GM6001 


1.0E-08 


LI 


MMP-7 (h) 
GM6001 


1.3E-08 


0.9 


MMP-9 (h) 
GM6001 


5.3E-10 


1.3 


Tryptase (h) 
leupeptin 


6.6E-07 


0.9 



Phosphatase 1 B (h) 
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Assay 

Rpfprpnrp PnmnnnnH 

IV^ILI ^IIL^ W 1 1 1 yj KJ LI i J u 


ic 50 




Na 3 V0 4 


5.3E-07 


0.8 


Abl kinase 






staurosporine 


3.9E-07 


2.4 


CAM kinase II 






staurosporine 


2.5E-09 


1. 7 


ERK 2 (P42 H ) 






staurosporine 


2.7E-06 


0.8 


p56 lyn kinase 






staurosporine 


3.5E-07 


0.6 


p55 y kinase 






staurosporine 


£. ATI AO 

6.4E-08 


1.5 


ZAP70 kinase (7^ 






staurosponnc 




I.J 


Acetylcholinesterase fly 






neostigmine 


3.5E-08 


1.1 


Catechol- O-methyl transferase 






Ro 41-0960 


4.6E-08 


1.4 


GABA transaminase 






AoAA 


1.4E-07 


1.2 


ATPase (Na + /K + ) 






ouabain 


2.9E-07 


1.4 
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Table 2 - 4 



Summary Results 



Assay 

Cemep Goc^pcwnin^ flj 



CnaQDemiilira!lii.mra 



% Sitiiimamilailiiajn Rcflaliive 
ft© CoaBJmoB 



Guanylyl cyclase (basal) 
884017-11 



PF-592379-00 



1.0E-05 



D4.4 receptor - G protein coupling (h) (agonist effect) 
884017-11 PF-592379-00 
884017-11 PF-592379-00 
884017-11 PF-592379-00 
884017-11 PF-592379-00 



LOE-07 
LOE-06 
1.0E-05 
1.0E-04 



58 
96 
134 
153 
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Assay 

Cerep Compound I D. 



Client Compound I.D. 



Table2-5 

Individual Data 

Test 
Concentration 

(M) 



% Stimulation Relative to Control 
1 st 2 nd Mean 



Guanylyl cyclase (basal) 
884017-11 



PF-592379-00 



1.0E-05 



3.9 



0.7 



2.3 



D4.4 receptor - G protein coupling (h) (agonist effect) 

884017-11 PF-592379-00 1.0E-07 68.1 48.8 58.4 

884017-11 PF-592379-00 1.0E-06 97.2 94.9 96.1 

884017-11 PF-592379-00 1.0E-05 147.0 120.8 133.9 

884017-11 PF-592379-00 1.0E-04 146.3 158.9 152.6 
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Table 2 - 6 



Reference Compound Data 



Assay 


EC 50 




Relfeireirooe Ojinra-pmnirod 


- urn 


Guanylyl cyclase (basal) 






sodium nitroprusside 


5.1E-06 


J. J 


D4.4 receptor - G protein coupling (h) (agonist effect) 






dopamine 


1.2E-08 


0.5 
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Table 2 - 7 
Summary Results 



Assay . 4 ^ , . ^ Test % Inhibition of 

Cerep Compound I D. C,,ent Com P° und Concentration Contro , Va|ues 



(M) 



D4.4 receptor - 


G protein coupling (h) (antagonist effect) 






884017-11 


PF-5923 79-00 


1.0E-07 


-70 


884017-11 


PF-5923 79-00 


1.0E-06 


-56 


884017-11 


PF-5923 79-00 


1.0E-05 


-56 


884017-11 


PF-5923 79-00 


1.0E-04 


-32 
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Table 2 - 8 
Individual Data 

Assay Teal % Coxitmol! VaUines 
D4.4 receptor - G protein coupling (h) (antagonist effect) 

884017-11 PF-592379-00 1.0E-07 150.4 190.0 170.2 

884017-11 PF-592379-00 1.0E-06 150.9 161.4 156.1 

884017-11 PF-592379-00 1.0E-05 156.6 155.4 156.0 

884017-11 PF-592379-00 I.0E-04 112.4 151.1 131.8 
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Table 2 - 9 

Reference Compound Data 

Assay \ Cso 
Reference Compound iM) 

D4.4 receptor - G protein coupling (h) (antagonist effect) 

spiperone 7.7E-09 7.0 
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4.3. ADMF-Tox: Solution Properties 



* 



5 



Aqueous Solubility: 

The summary results obtained with PF-592379-00 are reported in table 3-1. 
The individual data obtained with PF-592379-00 are reported in table 3-2. 
The data obtained with the reference compounds are reported in table 3-3. 

Partition Coefficient Log D: 

The summary results obtained with PF-592379-00 are reported in table 3-4. 
The individual data obtained with PF-592379-00 are reported in table 3 - 5. 
The data obtained with the reference compounds are reported in table 3-6. 

The chromatograms and UV/VIS spectra for PF-592379-00 are included in this report as 
Appendix A. 
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Table 3 - 1 
Summary Results 

Assay 



Cerep Compound I.D. 



Test 

Client Compound I.D. Concentration Flags 

CM) 



Aqueous Solubility (PBS, pH 7.4) 

88401 7- 11 PF-592379-00 2.0E-04 ND 

ND Test compound was undetectable in the calibration sample. This could be due to 1) Test compound's 
chromophore was insufficient for PDA detection (most likely); 2) Test compound failed to elute within 
chromatographic run time (rare). 



Table 3 - 2 
Individual Data 

/V C O £| \f 

Cerep Compound I.D. ° ient Com P ound 10 Concentration Flags 



Test 
:entr, 

(Ml 



Aqueous Solubility (PBS, pH 7.4) 

884017-11 PF-592379-00 2.0E-04 ND 

ND Test compound was undetectable in the calibration sample. This could be due to 1) Test compound's 
chromophore was insufficient for PDA detection (most likely); 2) Test compound failed to elute within 
chromatographic run time (rare). 
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Table 3 - 3 



Reference Compound Data 



Assay 

Reference Compound 


Test 
Corocemairaiiiion 


Wavelesisfllh) 
of ~ 
Detection 


Sofcrinlhy 

flttiM)) lOuM) 




Ghrosreaaogj 


Aqueous Solubility (PBS, pH 7.4) 












Diethylstilbestrol 


2.0E-04 


230 


7.13 


7.14 


7.1 


100 


Diethylstilbestrol 


2.0E-04 


230 


7.29 


7.37 


7.3 


100 


Haloperidol 


2.0E-04 


230 


54.46 


53.85 


54.2 


100 


Haloperidol 


2.0E-04 


230 


54.70 


46.04 


50.4 


100 


Ketoconazole 


2.0E-04 


230 


136.81 


130.87 


133.8 


100 


Ketoconazole 


2.0E-04 


230 


140.34 


147.24 


143.8 


100 


Metoprolol tartrate 


2.0E-04 


230 


189.11 


185.19 


187.2 


100 


Metoprolol tartrate 


2.0E-04 


230 


193.53 


193.59 


193.6 


100 


Phenytoin 


2.0E-04 


230 


104.06 


100.68 


102.4 


99 


Phenytoin 


2.0E-04 


230 


105.38 


101.43 


103.4 


100 


Rifampicin 


2.0E-04 


230 


183.75 


192.07 


187.9 


100 


Rifampicin 


2.0E-04 


230 


184.55 


181.88 


183.2 


100 


Simvastatin 


2.0E-04 


230 


11.54 


7.58 


9.6 


100 


Tamoxifen 


2.0E-04 


230 


2.24 


0.41 


1.3 


100 


Tamoxifen 


2.0E-04 


230 


0.85 


0.68 


0.8 


100 
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Table 3-4 




Summary Results 




Assa> Client Compound I D. 
Cerep Compound I.D. 


Flags 


Partition Coefficient (log D, n-octanol/P BS, pH 7.4) 
884017-11 PF-592379-00 


ND 


Partition Coefficient (log D, cyclohexane/PBS, pH 7.4) 
884017-11 PF-592379-00 


ND 



ND Test compound was undetectable in the calibration sample. This could be due to 1) Test compound's 
chromophore was insufficient for PDA detection (most likely); 2) Test compound failed to elute within 
chromatographic run time (rare). 



Table 3 - 5 




Individual Data 




^ SSa ^ „ . . ^ Client Compound I.D. 
Cerep Compound I.D. 


Flags 


Partition Coefficient (log D, n-octanol/P BS, pH 7.4) 
884017-11 PF-592379-00 


ND 


Partition Coefficient (log D, cyclohexane/PBS, pH 7.4) 
884017-11 PF-592379-00 


ND 



ND Test compound was undetectable in the calibration sample. This could be due to 1) Test compound's 
chromophore was insufficient for PDA detection (most likely); 2) Test compound failed to elute within 
chromatographic run time (rare). 
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Table 3 - 6 
Reference Compound Data 



Assay lesr Wei Aed Average 

Reference Ctxmpowvd Co^earntaiioiB rfHtonee RepSkaaes 

Partition Coefficient (log D, n-octanol/PBS y pH 7.4) 

Diethylstilbestrol 1.0E-04 4.58 

Haloperidol 1.0E-04 2.76 

Ketoconazole 1.0E-04 3.37 

Metoprolol tartrate 1.0E-04 -0.41 

Phenytoin 1 .OE-04 2.33 

Rifampicin 1.0E-04 1.28 

Simvastatin 1 .OE-04 4.46 

Tamoxifen 1 .OE-04 >4.5 

Partition Coefficient (log D, cyclohexane/PBS, pH 7 A) 

Diethylstilbestrol 1. OE-04 1.73 

Diethylstilbestrol 1. OE-04 1.88 

Haloperidol 1. OE-04 0.39 

Haloperidol 1. OE-04 0.37 

Ketoconazole > 1. OE-04 -0.17 

Ketoconazole 1 .OE-04 -0.20 

Metoprolol tartrate 1 .OE-04 -2.69 

Metoprolol tartrate 1. OE-04 -2.04 

Phenytoin 1 .OE-04 0.69 

Phenytoin 1. OE-04 -0.15 

Rifampicin 1. OE-04 -1.21 

Rifampicin 1. OE-04 -1.57 

Simvastatin 1. OE-04 2.18 

Simvastatin 1 .OE-04 2.02 

Tamoxifen 1 .OE-04 >4.6 

Tamoxifen 1 .OE-04 >4.6 
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4.4. ADME-Tnx: Rinanalvtical 

The individual data obtained with PF-592379-00 are reported in table 4-1. 

The HPLC-MS total ion current chromatograms in positive and negative ionization modes, the full 
scan mass spectra, and the product ion spectra of PF-592379-00 obtained from HPLC -MS/MS 
screening are included in this report as Appendix B. 
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Table 4 - 1 
Individual Data 

^ ^ ^ Weagjal PjneoinnsiKr flora ™ COasafiicalnoai 

HPLC-MS Screen 

884017-11 PF-592379-00 235.33 235.33 236.3 121.0 -30 2.0 



Notes: 

Ionization Classification: 

1 = Highly ionizable compound 

2 = Intermediately ionizable compound 

3 = Poorly ionizable compound 
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4.5. ADME-Tox: In Vitro Absorption 



Permeability: 

The summary results obtained with PF-592379-00 are reported in table 5 - 1 . 
The individual data obtained with PF-592379-00 are reported in table 5-2. 
The data obtained with the reference compounds are reported in table 5-3. 

P-glycoprotein Inhibition: 

The mean values for the effects PF-592379-00 are summarized in table 5-4. 
The individual data obtained with PF-592379-00 are reported in table 5-5. 
The IC50 value for the reference compound is indicated in table 5-6. 
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Table 5 - 1 



Summary Results 



Assa> Client Compound LD. 
Cemep Compouwid l_D. 


Test 
Co3^ceaii3raiLBOja 
m$ 


Mean 
TC7 POTiroeaMiiity 


Mean 

en 


A-B Permeability (pH 6.5/7.4) 
884017-11 PF-5923 79-00 


5.0E-05 




ND 


A-B Permeability (pH 7.4/7.4) 
884017-11 PF-592379-00 


5.0E-05 




ND 


B-A Permeability (pH 6.5/7.4) 
884017-11 PF-592379-00 


5.0E-05 


25.2 


101 


B-A Permeability (pH 7.4/7.4) 
884017-11 PF-592379-00 


5.0E-05 


20.5 


94 



ND Test compound was not detected in the assay matrix. 



Table 5 - 2 
Individual Data 



^ ssa Test TC7 PeomicabiDnitv PemoesaJ Recovarv 

Cerep Compound J.D. Client Compound I.D. Concentration |- T* Mea % l" 2'° a ^Se an 

»*r'cin&J rtil-0 ,, '.cimfe)J gn^icimfeft <Hgj g&S <f%g 



A-B Permeability (pH 6.5/7.4) 
884017-11 PF-592379-00 


5.0E-05 








ND 








A-B Permeability (pH 7. 4/7. 4) 
884017-11 PF-592379-00 


5.0E-05 








ND 








B-A Permeability (pH 6.5/7.4) 
884017-11 PF-592379-00 


5.0E-05 


25.52 


24.89 


25.2 




106 


96 


101 


B-A Permeability (pH 7.4/7.4) 
884017-11 PF-592379-00 


5.0E-05 


19.14 


21.78 


20.5 




94 


94 


94 



ND Test compound was not detected in the assay matrix. 
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Table 5 -3 

Reference Compound Data 

A ssa y Test TC7 Permeability Percent Recovery 

Reference Compound Concentration | sl 2 nd Mean l sl 2 nd Mean 

(M) (ICTcm/s) (lO^'cmsj (10'cm/s) {•/•) t%J |%| 



A-B Permeability (pH 6.5/7.4) 



Propranolol 


5.0E-05 


36.29 


38.42 


37.4 


91 


86 


89 


Ranitidine 


5.0E-05 


0.53 


0.64 


0.6 


85 


84 


85 


Vinblastine 


5.0E-05 


1.68 


3.39 


2.5 


106 


99 


103 


A-B Permeability (pH 7.4/7.4) 
















Propranolol 


5.0E-05 


44.77 


49.05 


46.9 


76 


81 


78 


propranolol 


5.0E-05 


51.48 


71.18 


61.3 


85 


91 


88 


Ranitidine 


5.0E-05 


0.66 


{3.96} 


0.7 


97 


{98} 


97 


ranitidine 


5.0E-05 


0.99 


1.03 


1.0 


53 


77 


65 


Vinblastine 


5.0E-05 


0.06 


0.49 


0.3 


81 


103 


92 


vinblastine 


5.0E-05 


3.20 


4.77 


4.0 


89 


101 


95 


B-A Permeability (pH 6.5/7.4) 
















propranolol 


5.0E-05 


22.43 


20.79 


21.6 


69 


88 


78 


ranitidine 


5.0E-05 


3.91 


3.42 


3.7 


79 


76 


77 


vinblastine 


5.0E-05 


37.49 


44.41 


40.9 


71 


101 


86 



Note : The data point in the brackets was excluded for the calculation of the mean value. 
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Assay 

Cemep Cdnrapoajraid LD_ 



Table 5 - 4 
Summary Results 



C9ionia CoiimpoiiiimS LD. 



Test 
CcKmcaniitiralBon 



% ImilhiibjaBCiB of 
Con-troll VaUiBCS 



P-glycoprotein Inhibition 
884017-11 



PF-5923 79-00 



5.0E-05 



13 



Table 5 - 5 
Individual Data 

Assay Tcsl % of Conlrol Values 

Cei^Compmmd I D. Oieral Compound KD. Conoojralion ^ Mcaa 

P-glycoprotein Inhibition 

884017-11 PF-592379-00 5.0E-05 87.0 87.7 87.4 
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Table 5 - 6 
Reference Compound Data 

Assay 

Reference Compound 
P-glycoprotein Inhibition 

verapamil 3.0E-06 0.6 



IC50 



Version 1 
August 12, 2004 



Final Report - Study Number 884017 



4.6. ADME-Tox: In Vitro Metabolism 



Metabolic Stability: 

The summary results obtained with PF-5923 79-00 are reported in table 6 - 1 
The individual data obtained with PF-5923 79-00 are reported in table 6-2. 
The data obtained with the reference compounds are reported in table 6-3. 

CYP Inhibition: 

The mean values for the effects of PF-5923 79-00 are summarized in table 6 
The individual data obtained with PF-5923 79-00 are reported in table 6-5. 
The IC50 values for the reference compounds are reported in table 6-6. 
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Assay 

Cerep Compound I D. 

Metabolic Stability (liver micros, human) 

88401 7-11 PF-592379-00 

ND 



Assay 
Cerep 

Metabolic Stability (liver micros, human) 
88401 7-11 PF-592379-00 

ND 



Assay 
Reference Compound 

Metabolic Stability (liver micros, human) 

Imipramine 

Propranolol 

Terfenadine 

Verapamil 



Test 

Concentration Flags 

(M) 



1.0E-06 ND 



Test 

Concentration Flags 

1M) 



1.0E-06 ND 



Test Parent Remaining 



Concentration 1 st 2 nd Mean 



1.0E-06 91.7 85.1 88 

1.0E-06 78.9 75.5 77 

1.0E-06 9.3 6.2 8 

1.0E-06 12.7 12.7 13 



Table 6 - I 
Summary Results 

Client Compound I.D. 



Test compound was not detected in the assay matrix. 

Table 6 - 2 
Individual Data 

„ . . _ Client Compound I.D. 

Compound I.D. 



Test compound was not detected in the assay matrix. 

Table 6 - 3 
Reference Compound Data 
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Table 6 - 4 



Summary Results 



Assa> Cflieinia Cojototii^ LO_ 


Test 
ComoamitiralD©^ 


% flirolhiilbafeja of 


CYP1A2 Inhibition (C EC substrate) 
884017-11 PF-592379-00 


1.0E-05 


-9 


CYP2B6 Inhibition (EFC substrate) 

884017-11 PF-592379-00 


1.0E-05 


16 


CYP2C9 Inhibition (7 -MFC substrate) 

8840 1 7- 1 1 PF-592379-00 


1 .0E-05 


15 


CYP2C19 Inhibition (C EC substrate) 

8840 17-11 PF-592379-00 


1 .0E-05 


6 


CYP2D6 Inhibition (AMMC substrate) 
884017-1 1 PF-592379-00 


1 .0E-05 


2 


CYP2E1 Inhibition (7 -EC substrate) 
884017-11 PF-592379-00 


1.0E-05 


0 


CYP3A4 Inhibition (BFC substrate) 
884017-11 PF-592379-00 


1.0E-05 


7 


CYP3A4 Inhibition (BzRes substrate) 
884017-11 PF-592379-00 


1.0E-05 


10 


C YP3 A4 Inhibition (T estosterone substrate) 
884017-11 PF-592379-00 


1.0E-05 


10 


CYP3 A4 Inhibition (Midazolam substrate) 
884017-11 PF-592379-00 


1.0E-05 


-3 


CYP3A5 Inhibition (BFC substrate) 
884017-11 PF-592379-00 


1.0E-05 


9 
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Table 6 - 5 
Individual Data 



A ssay Test % of Control Values 

Cerep Compound I D. Client Compound I.D. Concentration ,„ ^ Me 



CYP1A2 Inhibition (CEC substrate) 
884017-11 PF-592379-00 


1.0E-05 


109.4 


107.7 


108.6 


CYP2B6 Inhibition (EFC substrate) 
884017-11 PF-592379-00 


1 .0E-05 


82.7 


85.8 


84.3 


CYP2C9 Inhibition (7 -MFC substrate) 
884017-11 PF-592379-00 


1.0E-05 


75.8 


94.6 


85.2 


CYP2C19 Inhibition (CEC substrate) 
884017-11 PF-592379-00 


1.0E-05 


93.0 


94.8 


93.9 


CYP2D6 Inhibition (AMMC substrate) 
884017-11 PF-592379-00 


1 .0E-05 


98.1 


97.3 


97.7 


CYP2E1 Inhibition (7 -EC substrate) 
884017-11 PF-592379-00 


1.0E-05 


98.8 


101.9 


100.4 


CYP3A4 Inhibition (BFC substrate) 
884017-11 PF-592379-00 


1.0E-05 


93.6 


93.0 


93.3 


CYP3A4 Inhibition (BzRes substrate) 
884017-11 PF-592379-00 


1.0E-05 


89.6 


89.9 


89.8 


CYP3A4 Inhibition (Testosterone substrate) 
884017-11 PF-592379-00 


1.0E-05 


90.5 


89.9 


90.2 


CYP3A4 Inhibition (Midazolam substrate) 
884017-11 PF-592379-00 


1.0E-05 


104.7 


101.4 


103.1 


CYP3A5 Inhibition (BFC substrate) 
884017-11 PF-592379-00 


1.0E-05 


92.1 


90.6 


91.4 



Version 1 
August 12, 2004 



Final Report - Study Number 884017 



p. 95/1 



Table 6 - 6 



Reference Compound Data 



Assay 

Reference Compound 


BC50 

m\) 




CYP1A2 Inhibition (C EC substrate) 
furafylline 


2.2E-06 


0.8 


CYP2B6 Inhibition (EFC substrate) 
ketoconazole 


1.5E-05 


1.2 


CYP2C9 Inhibition (7 -MFC substrate) 
sulfaphenazole 


1.2E-07 


LO 


CYP2C19 Inhibition (C EC substrate) 

tranylcypromine 

tranylcypromine 


3.5E-06 
3.4E-06 


LO 
LO 


CYP2D6 Inhibition (AMMC substrate) 
quinidine 


1.3E-08 


L3 


CYP2E1 Inhibition (7 -EC substrate) 
4-methylpyrazole 


3.5E-06 


0.9 


CYP3A4 Inhibition (BFC substrate) 
ketoconazole 


1.7E-06 


LO 


CYP3A4 Inhibition (BzRes substrate) 
ketoconazole 


1.1E-06 


1.3 


CYP3A4 Inhibition (Testosterone substrate) 
ketoconazole 


9.4E-07 


1.7 


CYP3 A4 Inhibition (Midazolam substrate) 
ketoconazole 


1.1E-06 


3.0 


CYP3A5 Inhibition (BFC substrate) 
ketoconazole 


7.8E-07 


1.4 
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4.7. ADME-Tox: Cytotoxicity 



Cell Viability: 

The mean values for the effects of PF-5923 79-00 are summarized in table 7-1. 
The individual data obtained with PF-592379-00 are reported in table 7 - 2. 

The IC50 value for the reference compound is indicated in table 7-3. 
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Assay 

Cerep Compound LD. 



Table 7 - 1 
Summary Results 



Clseni Conspoiorod LD. 



Tesa 
OoiucieffDlinaiin-G)!!) 

dm 



Orcroliro!] VaUiaes 



Cell viability (HepG2) 
884017-11 



PF-592379-00 



3.0E-05 



Table 7 - 2 
Individual Data 

^ ssav Test '% ©if GronimoU Vafanes 

Cerep Compound LD. ClienI Compound B.D- CoimmWhot . ^ Mean 

Cell viability (HepG2) 

884017-11 PF-592379-00 3.0E-05 100.5 94.1 97.3 



Table 7 -3 
Reference Compound Data 

Assay OC5, 

Reference Compound ©in " 

Cell viability (HepG2) 

chlorpromazine 1.8E-05 2.9 
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6. STORAGE AND RETENTION OF RECORDS | 



All documents generated during the performance of the study (raw data, various recordings such as 
QA audit reports, an original of the study report, study plan...) will be stored for a 10-year period in 
Cerep's archive rooms after achievement of the study. Only Cerep's authorized employees shall have 
access to the archives. 

The original final report provided to the sponsor will be kept by the sponsor under its sole 
responsibility. 
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7. QUALITY ASSURANCE STATEMENT 



The following audits were performed on this study: 



CALENDAR 

Audit of Raw Data For each assay 

Audits of the Final Report 



Audit reports were established for each audit performed. 

Audit report of the study report was transmitted to the Study Director for approval. 



I I certify that results presented in this report were generated using the materials and methods 

I mentioned and that these results accurately reflect the Raw Data. 



Quality Unit 
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APPENDIX A 



HPLC Chromatograms and UV/VIS Spectra of the Test Compound, 
Derived from the Aqueous Solubility Assay 
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APPENDIX B 

HPLC-MS Total Ion Current Chromatograms, Full Scan Mass Specti 
and Product Ion Mass Spectra of the Test Compound 
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Appendix 2 

GLP Study report for binding assay 1 for Merck Example 3 enantiomer 1. completed at 
CEREP Biosciences 

In this report, enantiomer 1 of Merck Example 3 is referred to by the reference number PF- 
4542563. 
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1. PURPOSE OF THE STUDY 



The purpose of this study was to investigate the effects of PF-04542563-00 in various in vitro 
receptor binding and enzyme assays. 
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2. MATERIALS AND METHODS 



2.1. IN VITRO PHARMACOLOGY: Binding Assays 



2.1.1. General Procedures 



Assay 


Origin 


Reference Connpoiand 
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rat cerebral cortex 


prazosin 


Greengrass and Bremner (197S 


(non-selective) 








<*2A 00 
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human recombinant 


ICI 118551 


Smith and Teitler ( 1 999) 




(Sf9 cells) 






AT, ft) 


human recombinant 


saralasin 


Le et al. (2005) 




(HEK-293 cells) 






BZD (central) 


rat cerebral cortex 


diazepam 


Speth etal. (1979) 


CB| 00 


human recombinant 


CP 55940 


Rinaldi-Carmona et al. (1996) 




(CHO cells) 






CB 2 (h) 


human recombinant 


WIN 55212-2 


Munroet al.(1993) 




(CHO cells) 






CCK A (h) 


human recombinant 


CCK-8 


Bignon et al. (1999) 


(CCK,) 


(CHO cells) 






CCK B 00 


human recombinant 


CCK-8 


Lee et al.(1993) 


(CCK 2 ) 


(CHO cells) 






D x (h) 


human recombinant 


SCH 23390 


Zhou et al.(1990) 




(CHO cells) 






D 2S (h) 


human recombinant 


(+)butaclamol 


Grandy et ah (1989) 




(HEK-293 cells) 






D 3 (h) 


human recombinant 


(+)butaclamol 


Mackenzie et al. (1994) 




(CHO cells) 






GABA A 


rat cerebral cortex 


muscimol 


Snodgrass (1978) 
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A ssay 



Origin 



Reference Compound 



Bibliography 



GABA Bm (h) 

AMPA 
Kainate 
NMDA 
Glycine 

(strychnine-insensitive) 
H, (h) 

Ui(h) 

H 3 (h) 

MAO-A 
M x (h) 

M 2 (h) 

M 3 (h) 

N (neuronal) 

(a-BGTX-insensitive) 

(a4p2) 

N (muscle-type) (h) 
(DOP) 

K 

(KOP) (guinea-pig) 

»(h) 
(MOP) 
(agonist site) 

PPARy (h) 
5-HT 1A (h) 

5-HT 1B 
5-HT 2A (h) 
(agonist site) 
5-HT 2B (h) 
(agonist site) 



human recombinant 
(HEK-293 cells) 
rat cerebral cortex 
rat cerebral cortex 
rat cerebral cortex 
rat cerebral cortex 

human recombinant 
(HEK-293 cells) 
human recombinant 
(CHO ceils) 
human recombinant 
(CHO cells) 
rat cerebral cortex 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
rat cerebral cortex 



TE671 cells 
human recombinant 
(CHO cells) 

guinea-pig cerebellum 

human recombinant 
(HEK-293 cells) 

human recombinant 
(E. coli) 

human recombinant 
(HEK-293 cells) 
rat cerebral cortex 

human recombinant 
(HEK-293 cells) 

human recombinant 
(CHO cells) 



CGP 54626 

L-glutamate 
kainic acid 
CGS 19755 
glycine 

pyrilamine 

cimetidine 

(R)ct-Me-histamine 

clorgyline 
pirenzepine 

methoctramine 

4-DAMP 

nicotine 

a-bungarotoxin 
DPDPE 

U 50488 

DAMGO 

rosiglitazone 

8-OH-DPAT 

serotonin 
(±)DOI 

(±)DOI 



Green et al. (2000) 

Murphy et al. (1987) 
Monaghan and Cotman (1982) 
Sills et al. (1991) 
Siegel et al. (1995) 

Smitetal. (1996) 

Leurs et al. (1994) 

Lovenberget al. (1999) 

Cesuraet al. (1990) 
Dorjeet al. (1991) 

Dorjeetal. (1991) 

Peralta et al. (1987) 

Pabreza et al. (1991) 

Lukas(1986) 
Simonin et al. (1994) 

Kinouchi and Pasternak (1991) 
Wang etal. (1994) 

Ferry et al. (2001) 

Mulheron et al. (1994) 

Hoyer et al. (1985) 
Bryant et al. (1996) 

Choi et al.(1994) 
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Origin 


Reference Coanpouunid 


BafoBiography 




hiimon rp/'AmKinont 
[lUIIld.II I CCUII1 Ulllctlll 


\~ JLJkJI 


aryani et ai. ^iwoj 


(agonist site) 


^V/I IKS vvl 1 j J 






S-H 1 3 (nj 


human recombinant 


MDL 72222 


Hope et al. (1996) 




/pun i„ \ 
(tnU cells ) 






5-HT 4e (7?; 


human recombinant 


serotonin 


Mialet et al. (2000) 










C LIT /LI 

5-HT7 


human recombinant 


serotonin 


Shen et al. (1993) 




1 \KJ Ctl IS } 






(^»liiPrt/ % ort"ir*r»irl 




/iovomotnocnn0 

ucAaiiicindbunc 


Clark f»t al M QQ£t 

i^iarK ex ai. ^ 1 yyo ) 


(GR) 








V la (h) 


human recombinant 


L a l<-"2J5 , iyr(Mej 2 J-AVr' 


Tahara et al ( 1 9981 

M. cit icu vi ci 1 • 1 1 y y kj i 




(CHO cells) 






2+ 

Ca phmvnpl 


rat cerebral cortex 


nitrendipine 


Lee et al. (1984) 


(L, DHP site) 








r<«2+ _t____ _i 

ca channel 


rat cerebral cortex 


Hi ltifi7Pm 

Ullll (Ui V III 


^sphnf»maW anH T anopr f 1 QXS1 

O^l lUtl J lalVtl CU1U LfCUIgvl ^ 1 /OJ y 


fL diltiazem sitel 








(benzodiazepines) 








1+ 


rat cerebral cortex 


D600 


Reynolds et al. (1986) 


(L, verapamil site) 








(phenylalkylamines) 








Ca channel 


rat cerebral cortex 


©-conotoxin GVIA 


Wagner et ah (1988) 


(N) 








Na + channel 


rat cerebral cortex 


veratridine 


Brown (1986) 


(site 2) 








1^1 cnannei 


rat cerebral cortex 


picrotoxinin 


Lewin et al. (1989) 


Nb transporter (7^ 


human recombinant 


protriptyline 


Pacholczyk et al. (1991) 




/pun o<*ii<A 






DA transporter (7i) 


human recombinant 


r> 1 Lr 


rnstupa et al. (1VV4) 




(CHO ceils) 






GABA transporter 


rat cerebral cortex 


nipecotic acid 


Shank et al.(1990) 


Choline transporter (7^ 


human recombinant 


hemicholinium-3 


Apparsundaram et al. (2000) 


(CHT1) 


(CHO cells) 






5-HT transporter (h) 


human recombinant 


imipramine 


Tatsumi et al. (1999) 




(CHO cells) 
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2.1.2. Experimental Conditions 



Assay 



Ligand 



Cone. Non Specific 



Incubation 



Method of 
Detection 



A x (h) 

A 2 aW 

<*i 

(non-selective) 
CC2A W 

Pi (h) 

AT j (h) 
BZD (central) 
CB x (h) 
CB 2 (h) 



CCK A (h) 
(CCK,) 

CCK B (h) 
(CCK 2 ) 



[ 3 H]DPCPX 1 nM 

[ 3 H]CGS 21680 6nM 

[ 3 H]prazosin 0.25 nM 

[ 3 H]RX 821002 1 nM 

[ 3 H]RX 821002 2.5 nM 

[ 3 H](-)CGP 12177 0.15 nM 

[ 3 H](-)CGP 12177 0.15 nM 

['^IHSar'jlc^-AT II 0.05 nM 

[ 3 H]flunitrazepam 0.4 nM 

[ 3 H]CP 55940 0.5 nM 

[ 3 H]WIN 55212-2 0.8 nM 

[ 125 I]CCK-8 0.08 nM 

[ 125 I]CCK-8 0.054 nM 



DPCPX 
(1 nM) 

NECA 
(10 uM) 

prazosin 
(0.5 uM) 

(-)epinephrine 
(100 uM) 

(-)epinephrine 
(100 uM) 

alprenolol 
(50 uM) 

alprenolol 
(50 uM) 

angiotensin II 
(10 uM) 

diazepam 
(3 uM) 

WIN 55212-2 
(10 uM) 

WIN 55212-2 
(5 jiM) 

CCK-8 
(1 uM) 

CCK-8 
(1 nM) 



60 min./22°C 



120min./22°C 



60min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



120min./37°C 



60 min./4°C 



120min./37°C 



120 min./37°C 



60 min./22°C 



60 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 
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Ligand 
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Xleflltood of 
OeJectDOJii 



D, (h) 
D 2S (h) 

GABA A 



[ 3 H]SCH 23390 
[ 3 H]spiperone 
[ 3 H]spiperone 
[ 3 H]muscimol 



AMPA 



Kainate 



NMDA 



Glycine 

(strychnine-insensitive) 

n x (h) 



H 2 (h) 



H 3 (h) 



MAO-A 



M, (h) 



0.3 nM 



03 nM 



0.3 nM 



5 nM 



GABA B(lb) 00 [ 3 H]CGP 54626 2 5 nM 



[ 3 H]AMPA 8 nM 

[ 3 H]kainic acid 5 nM 

[ 3 H]CGP 39653 5 nM 

[ 3 H]MDL 105,519 0.5 nM 

[ 3 H]pyrilamine 3 nM 

[ 125 I]APT 0.2 nM 

[ 3 H]N a -Me-histamine 1 

[ 3 H]Ro 41-1049 10 nM 

[ 3 H]pirenzepine 2 nM 



SCH 23390 
(1 uM) 

(+)butaclamol 
(10 ^M) 

(+)butacIamol 
(10 ^M) 

muscimol 
(10 uM) 

GABA 
(10 mM) 

L-glutamate 
(1 mM) 

L-glutamate 
(1 mM) 

L-glutamate 
(100 uM) 

glycine 
(1 mM) 

pyrilamine 
(1 uM) 

tiotidine 
(100 uM) 

(R)a-Me-histamine 
(1 uM) 

clorgyline 
(1 ^M) 

atropine 
(1 uM) 



60 min./22°C 



60 min./22°C 



60 min./22°C 



10 min./4°C 



60 min./22°C 



60 min./4°C 



60 min./4°C 



60 min./4°C 



45 min./0°C 



60 min./22°C 



120min./22°C 



60 min./22°C 



60 min/37°C 



60 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 
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Assay 



Ligand 



Cone. Non Specific 



Incubation 



Method of 
Detection 



M 2 (h) 



M 3 (h) 



[ 3 H]AF-DX 384 



[ 3 H]4-DAMP 



N (neuronal) [ 3 H]cytisine 

(ct-BGTX-insensitive) 

(a4p2) 

N (muscle-type) (h) [ I25 I]a-bungarotoxin 



(DOP) 

K 

(KOP) (guinea-pig) 

(MOP) 
(agonist site) 

PPARy (h) 
5-HT 1A (h) 
5-HT 1B 



5-HT 2A ^> 
(agonist site) 

5-HT 2B (h) 
(agonist site) 

5-HT 2C (h) 
(agonist site) 

5-HT 3 (h) 



[ 3 H]DADLE 
[ 3 H]U 69593 
[ 3 H]DAMGO 

[ H]rosiglitazone 



[ 125 I]CYP 



2nM 



0.2 nM 



1.5 nM 



2.5 nM 



0.5 nM 



0.7 nM 



0.5 nM 



10 nM 



[ 3 H]8-OH-DPAT 0.3 nM 



0.1 nM 



(+ 30 nM (-)propranolol) 
[ 125 I](±)DOI 0.2 nM 



[ 125 I](±)DO! 



[ 125 I](±)DOI 



[ H]BRL 43694 



0.2 nM 



0.2 nM 



0.5 nM 



atropine 
(1 uM) 

atropine 
(1 uM) 

nicotine 
(10 uM) 

a-bungarotoxin 
(5 uM) 

naltrexone 
(10 uM) 

naloxone 
(10 uM) 

naloxone 
(10 ^iM) 

rosiglitazone 
(10 uM) 

8-OH-DPAT 
(10 uM) 

serotonin 
(10 uM) 

(±)DOI 
(1 uM) 

(±)DOI 
(1 uM) 

(±)DOI 
(10 uM) 

MDL 72222 
(10 uM) 



60 min./22°C 



120min./4°C 



60 min./22°C 



120min./37°C 



60 min./22°C 



15 min./37°C 



15 min./37°C 



120min./22°C 



Scintillation 
counting 



60 min./22°C Scintillation 
counting 

75 min./4°C Scintillation 
counting 

1 20 min./22°C Scintillation 
counting 

120 min./22°C Scintillation 
counting 

80 min./22°C Scintillation 
counting 

120 min./22°C Scintillation 
counting 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 



Version 1 
March 26, 2007 



Final Report - Study Number 7570671b 



p. 11/11 



Assay 



Li«and 



Cone. Non Specific Incufeaaiomi 



Mealiod of 
Detecaioro 



5-HT 4e (h) 



[ H]GR 113808 



0.3 nM 



serotonin 
(100 uM) 



60 min./37°C 



Scintillation 
counting 



5-HT 7 (h) 



[ H]LSD 



4nM 



serotonin 
(10 uM) 



120min./22°C 



Scintillation 
counting 



Glucocorticoid (h) [ 3 H]dexamethasone 
(GR) 



1.5 nM 



triamcinolone 
(10 uM) 



6 h./4°C 



Scintillation 
counting 



Vuft) 



[ J H]AVP 



0.3 nM 



AVP 
(1 uM) 



60 min./22°C 



Scintillation 
counting 



2+ 

Ca channel 
(L, DHP site) 



[ 3 H](+)PN 200- 110 0.04 nM 



nifedipine 
(1 uM) 



90 min./22°C 



Scintillation 
counting 



2+ 

Ca channel 
(L, diltiazem site) 
(benzodiazepines) 

Ca 2+ channel 

(L, verapamil site) 

(phenylalkylamines) 

Ca 2+ channel 
(N) 



[ 3 H]diltiazem 5 nM 



[ J H](-)D 888 



3nM 



[ l25 I]co-conotoxin GVIA 0.001 nM 



diltiazem 
(10 uM) 

D600 
(10 uM) 



120min./22°C 



Scintillation 
counting 



120 min./22°C Scintillation 
counting 



co-conotoxin GVIA 30 min./22°C Scintillation 
(10 nM) counting 



Na + channel 
(site 2) 



[ 3 H]batrachotoxinin 1 0 nM 



veratridine 
(300 uM) 



60 min./22°C 



Scintillation 
counting 



CI" channel 



[ 35 S]TBPS 



3 nM 



picrotoxinin 
(20 uM) 



120 min./22°C 



Scintillation 
counting 



NE transporter (h) [ 3 H]nisoxetine 



1 nM 



desipramine 
(1 uM) 



120min./4°C 



Scintillation 
counting 



DA transporter (h) [ 3 H]BTCP 



4nM 



BTCP 
(10 uM) 



120min./4°C 



Scintillation 
counting 



GAB A transporter [ 3 H]GABA 10 nM 

(+ 10 uM isoguvacine) 
(+ 10 ^M baclofen) 

Choline transporter (h) [ 3 H]hemicholinium-3 3 nM 

(CHT1) 



GABA 
(1 mM) 



30 min./22°C 



Scintillation 
counting 



hemicholinium-3 60 min./22°C Scintillation 
(10^M) counting 
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Assay 



Ligand 



Cone. 



Non Specific 



Incubation 



Method of 
Detection 



5-HT transporter (h) 



[ H]imipramine 



2nM 



imipramine 



60 min./22°C 



Scintillation 
counting 



(10 uM) 



2. 1.3. Analysis and Expression of Results 

The specific ligand binding to the receptors is defined as the difference between the total binding 
and the nonspecific binding determined in the presence of an excess of unlabelled ligand. 

The results are expressed as a percent of control specific binding ((measured specific 
binding/control specific binding) x 100) and as a percent inhibition of control specific binding 
(100-((measured specific binding/control specific binding) x 100)) obtained in the presence 
ofPF-04542563-00. 

The IC50 values (concentration causing a half-maximal inhibition of control specific binding) 
and Hill coefficients (nH) were determined by non-linear regression analysis of the 
competition curves generated with mean replicate values using Hill equation curve fitting 
(Y = D + [(A - D)/(l + (C/Cso) nH )] ? where Y = specific binding, D = minimum specific binding, 
A = maximum specific binding, C = compound concentration, C50 = IC50, and nH - slope factor). 
This analysis was performed using a software developed at Cerep (Hill software) and validated by 
comparison with data generated by the commercial software SigmaPlot ® 4.0 for Windows ® 
(© 1997 by SPSS Inc.). 

The inhibition constants (Kj) were calculated using the Cheng Prusoff equation 
(Kj = IC 5 o/(l+(L/K D )), where L = concentration of radioligand in the assay, and K D 55 affinity of the 
radioligand for the receptor). 
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Assay 


Origin 


Reference Compound 


Bibliography 


COX 2 (h) 


human recombinant 


NS398 


Glaser et al. (1995) 




(Sf9 cells) 






PDE3 (h) 


human platelets 


milrinone 


Weishaar et al. (1986) 


PDE4 (7?; 


U-937 cells 


rolipram 


Torphy et al. (1992) 


ACE (h) 


human recombinant 


captopril 


Hoorn and Roth (1993) 




(murine cells) 






FLT-1 kinase fly 


human recombinant 


staurosporine 


Itokawa et al. (2002) 


(VEGFR1) 


(Sf9 cells) 






p38cc kinase (h) 


human recombinant 


SB202190 


Frantz et al. (1998) 




(E. coli) 






Acetylcholinesterase (h) 


human recombinant 


neostigmine 


Ellman et al. (1961) 




(HEK-293 cells) 






ATPase (Na + /K + ) 


porcine cerebral cortex 


ouabain 


Fiske and Subbarow (1925) 



2.2.2. Experimental Conditions 



Assay 



Substrate/StimulusfTracer Incubation 



Reaction Product 



Method of 
Detection 



COX 2 (h) 
PDE3 (h) 
PDE4 (h) 
ACE (h) 



FLT-1 kinase #) 
(VEGFR1) 



p38a kinase (h) 



5 min./22°C 



60 min./22°C 



60 min./22°C 



arachidonic acid 
(2 uM) 

[ 3 H]cAMP 
+ cAMP(0.1 uM) 

[ 3 H]cAMP 
+ cAMP(l uM) 

Mca-Arg-Pro-Pro-Gly-Phe- 20 min./22°C 

Ser-Ala-Phe-Lys (DNP)- 

OH 

(10 uM) 

ATP + biotinyl- 
pApApAAEEEEYFELVA 
KKK 
(0.5 \iM) 
ATP + ATF-2 
(0.1 uM) 



20 min./22°C 



PGE 2 

[ 3 H]5AMP 
[ 3 H]5'AMP 
Mca-peptides 



30 min./22°C phospho-ATF-2 



EIA 

Scintillation 
counting 

Scintillation 
counting 

Fluorimetry 



phospho-biotinyl- HTRF 

pApApAAEEEEYFELVA 

KKK 



HTRF 
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Assay 



Substrate/Stimulus/Tracer 



Incubation 



Reaction Product 



Method of 
Detection 



Acetylcholinesterase (h) AMTCh 

(50 nM) 



30 min./37°C thio-conjugate 



Photometry 



ATPase (NaVK*) ATP 

(2 mM) 



60 min./37°C Pi 



Photometry 



2.2.3. Analysis and Expression of Results 

The results are expressed as a percent of control specific activity ((measured specific 
activity/control specific activity) x 100) and as a percent inhibition of control specific activity 
(100 - ((measured specific activity /control specific activity) x 100)) obtained in the presence 
ofPF-04542563-00. 

The IC50 values (concentration causing a half-maximal inhibition of control specific activity) and 
Hill coefficients (nH) were determined by non-linear regression analysis of the inhibition curves 
generated with mean replicate values using Hill equation curve fitting (Y = D + [(A - D)/ 
(1 + (C/Cso) nH )], where Y = specific activity, D = minimum specific activity, A = maximum specific 
activity, C = compound concentration, C50 = ICso, and nH = slope factor). This analysis was 
performed using a software developed at Cerep (Hill software) and validated by comparison with 
data generated by the commercial software SigmaPlot ® 4.0 for Windows ® 
(© 1997 by SPSS Inc.). 
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3. COMPOUNDS 



3.1. Test Compound 



From: PFIZER Limited 



CEREP Compound Reference 
UX l.D. Number 



d # t_ \; - Submitted Molecular _ a _ „ . Intermediate 

Batch Number ... ... . , Stock Solution - 

F.W. Weisht Da Illinois 



7570671-2 PF-04542563-00 7570671-002 PF-04542563 -00-0001 243.82 



235.33 



1.E-02MDMSO 



1.E-04MH2O 
1.E-03MH2O* 
[lOOx] DMSO** 



F.W.: Formula Weight 

*: For final test concentrations higher than l.E-05 M. 
**: For the human CBi assay. 



3.2. Referenc e Compounds 

In each experiment, the respective reference compound was tested concurrently with 
PF-04542563-00 in order to assess the assay suitability. It was tested at several concentrations 
(for IC50 value determination), and the data were compared with historical values determined at 
Cerep. The assay was rendered valid if the suitability criteria were met, in accordance with the 
corresponding Standard Operating Procedure. 
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4. RESULTS 



4.1. IN VITRO PHARMACOLOGY: Binding Assays 



The mean values for the effects of PF-04542563-00 are summarized in table 1 - 1 . 
The individual data obtained with PF-04542563-00 are reported in table 1 - 2. 

The IC50 and Kj values for each reference compound are indicated in table 1 - 3. Each is within 
accepted limits of the historic average ± 0.5 log units. 

The IC50 and Kj values determined for PF-04542563-00 are indicated in table 1 - 4. 

The corresponding competition curves obtained with PF-04542563-00 are shown in figures 1 and 2. 

The individual data obtained with PF-04542563-00 are reported in table 1-5. 

The IC50 and Kj values for each reference compound are indicated in table 1 - 6. Each is within 
accepted limits of the historic average ± 0.5 log units. 
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Table 1 - 1 



Summary Results 



Assay 


Client Compound LD. 


Test 
Concentration 

im 


% Inhibition of 
ControO Specific Binding 


A, ft) 
7570671-2 


PF-04542563-00 


1.0E-05 


5 


A 2A (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


-3 


aj (non-selective) 
7570671-2 


PF-04542563-00 


1.0E-05 


7 


7570671-2 


PF-04542563-00 


1.0E-05 


25 


<X2B (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


41 


7570671-2 


PF-04542563-00 


LOE-05 


0 


$i(h) 

7570671-2 


, PF-04542563-00 


1.0E-05 


3 


ATi (h) 
757067 1-2 


PF-04542563-00 


1.0E-05 


-6 


BZD (central) 
7570671-2 


PF-04542563-00 


1.0E-05 


8 


CB, ft) 
7570671-2 


PF-04542563-00 


LOE-05 


11 


CB 2 ft) 
7570671-2 


PF-04542563-00 


1.0E-05 


-2 


CCKAft^CCKO 
7570671-2 


PF-04542563-00 


1.0E-05 


-11 


CCK B ft) (CCK 2 ) 
757067 1-2 


PF-04542563-00 


1.0E-05 


4 


D, ft; 

7570671-2 


PF-04542563-00 


LOE-05 


-9 


D 2S ft; 

7570671-2 


PF-04542563-00 


1.0E-05 


5 


D 3 ft) 
7570671-2 


PF-04542563-00 


1.0E-05 


55 


GABA A 
7570671-2 


PF-04542563-00 


1.0E-05 


-19 


GABAbom ft; 
7570671-2 


PF-04542563-00 


1.0E-05 


11 


AMPA 
7570671-2 


PF-04542563-00 


1.0E-05 


-16 


Kainate 
7570671-2 


PF-04542563-00 


LOE-05 


2 


NMDA 
7570671-2 


PF-04542563-00 


LOE-05 


7 
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Assay 

Cerep Compound LD. 


Client Compound LD. 


Test 
Concentration 

(M) 


% Inhibition of 
Control Specific Binding 


Glycine (strychnine-insensitive) 

75 7067 1 -2 PF-04542563-00 


1.0E-05 


-4 


Hi (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


6 


7570671-2 


PF-04542563-00 


1.0E-05 


14 


H 3 W 
7570671-2 


PF-04542563-00 


1.0E-05 


30 


MAO-A 
7570671-2 


PF-04542563-00 


1.0E-05 


18 


Mi (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


31 


M 2 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


25 


M 3 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


51 


N (neuronal) (ct-BGTX-insensitive) (a4p2) 
7570671-2 PF-04542563-00 


1.0E-05 


11 


N (muscle-type) (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


4 


5 2 ft)(DOP) 
7570671-2 


PF-04542563-00 


1.0E-05 


-9 


k (KOP) (guinea-pig) 
7570671-2 


PF-04542563-00 


1.0E-05 


11 


u (h) (MOP) (agonist site) 
7570671-2 


PF-04542563-00 


1.0E-05 


18 


PPARy (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


8 


5-HT 1A (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


-8 


5-HT 1B 
7570671-2 


PF-04542563-00 


L0E-05 


0 


5-HT 2 a (h) (agonist site) 
7570671-2 


PF-04542563-00 


1.0E-05 


12 


5-HT 2 b (h) (agonist site) 
7570671-2 


PF-04542563-00 


1 .0E-05 


10 


5-HT 2C (h) (agonist site) 
7570671-2 


PF-04542563-00 


1.0E-05 


-6 


5-HT 3 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


2 


5-HT4e (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


1 


5-HT 7 0r> 
7570671-2 


PF-04542563-00 


1.0E-05 


8 


Glucocorticoid (h) (GR) 
7570671-2 


PF-04542563-00 


LOE-05 


5 


7570671-2 


PF-04542563-00 


1.0E-05 


7 
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Assay 

Cerep Compound l.D. 


Client Compound LD. 


Concentration 


% Inhibition of 

Control Specific Binding 


Ca 2+ channel (L, DHP site) 
7570671-2 


PF-04542563-00 


1.0E-05 


12 


Ca 2+ channel (L, diltiazem site) (benzothiazepines) 
7570671-2 PF-04542563-00 


1.0E-05 


6 


Ca 2+ channel (L, verapamil site) (phenylalkylamines) 
7570671-2 PF-04542563-00 


1.0E-05 


1 


Ca 2+ channel (N) 
7570671-2 


PF-04542563-00 


1.0E-05 


-2 


Na + channel (site 2) 
7570671-2 


PF-04542563-00 


1.0E-05 


4 


CI" channel 
7570671-2 


PF-04542563-00 


LOE-05 


3 


NE transporter (h) 
7570671-2 


PF-04542563-00 


LOE-05 


2 


DA transporter (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


8 


GAB A transporter 
7570671-2 


PF-04542563-00 


LOE-05 


2 


Choline transporter (h) (CHT1) 

7570671-2 PF-04542563-00 


1.0E-05 


-5 


5-HT transporter (h) 
7570671-2 


PF-04542563-00 


LOE-05 


-13 
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Table 1 - 2 
Individual Data 



Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 

(M) 


% of Control Specific Binding 

I s1 2 nd Mean 


Ai (h) 












7570671-2 


PF-04542563-00 


1.0E-05 


91.7 


98.8 


95.3 


A2A («/ 












7570671-2 


PF-04542563-00 


1 .OE-05 


105.3 


101.2 


103.3 


cii (non-selective) 
7570671-2 


PF-04542563-00 


1.0E-05 


91.8 


94.3 


93.0 


CX2AW 

7570671-2 


PF-04542563-00 


1.0E-05 


72.8 


77.8 


75.3 


<*2B W 

7570671-2 


PF-04542563-00 


1.0E-05 


63.7 


54.1 


58.9 


7570671-2 


PF-04542563-00 


1.0E-05 


95.9 


103.3 


99.6 


7570671-2 


PF-04542563-00 


1.0E-05 


y / .z 




yo.o 














7570671-2 


PF-04542563-00 


1.0E-05 


104.3 


1 AT c 

107.5 


105.9 


BZD (central) 






93.5 






7570671-2 


PF-04542563-00 


1.0E-05 


91.0 


92.3 


CB x (h) 












7570671-2 


PF-04542563-00 


1.0E-05 


88.5 


90.2 


89.3 


cb 2 ^; 












7570671-2 


PF-04542563-00 


1.0E-05 


107.4 


96.2 


101.8 


CCKaW(CCK,) 
7570671-2 


PF-04542563-00 


1.0E-05 


1 1 7.0 


104.5 


110.8 


CCK B (h) (CCK 2 ) 
7570671-2 


PF-04542563-00 


1.0E-05 


96.8 


96.0 


96.4 


V x (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


108.3 


109.6 


109.0 


7570671-2 


PF-04542563-00 


1.0E-05 


91.8 


98.8 


95.3 














7570671-2 


PF-04542563-00 


1.0E-05 


46.8 


42.6 


44.7 


GABA A 












7570671-2 


PF-04542563-00 


1.0E-05 


121.5 


.115.6 


118.5 


GABA B( ib) (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


81.4 


96.1 


88.8 


AMPA 












7570671-2 


PF-04542563-00 


1 .0E-05 


109.7 


121.6 


115.6 


Kainate 












7570671-2 


PF-04542563-00 


1.0E-05 


99.7 


96.0 


97.8 


NMDA 












7570671-2 


PF-04542563-00 


1.0E-05 


95.5 


90.9 


93.2 
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Assay 

Cerep Compound l.D. 


Client Compound LD- 


I CM 

Concentration 

(Ml 


% of Control Specific Binding 

I* 1 2 nd Mean 


Glycine (strychnine-insensitive) 

7570671-2 PF-04542563-00 


1.0E-05 


107.9 


100.3 


104.1 


Hi (h) 
7570671-2 


PF-04542563-00 


1 .0E-05 


87.4 


100.0 


93.7 


H 2 (h) 
7570671-2 


PF-04542563-00 


LOE-05 


82.0 


90.8 


86.4 


7570671-2 


PF-04542563-00 


1.0E-05 


70.4 


68.7 


69.6 


MAO-A 
7570671-2 


PF-04542563-00 


1.0E-05 


83.7 


80.5 


82.1 


Mj (h) 
7570671-2 


PF-04542563-00 


LOE-05 


/U.J 


AT 1 
0 /. 1 


(St ft 
05.8 


M 2 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


7S 0 


76 n 




M 3 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


50.3 


48.2 


49.2 


N (neuronal) (a-BGTX-insensitive) (a4p2) 
7570671-2 PF-04542563-00 


1.0E-05 




7 

50. / 




N (muscle-type) (h) 
7570671-2 


PF-04542563-00 


1.0E-05 




OA ft 


AC »T 

V3. / 


8 2 (h) (DOP) 
7570671-2 


PF-04542563-00 


1.0E-05 


1 t\a 0 

106.8 


line 

1 10.5 


108.7 


k (KOP) (guinea-pig) 
7570671-2 


PF-04542563-00 


LOE-05 


91.8 


85.3 


88.5 


u, (h) (MOP) (agonist site) 
7570671-2 


PF-04542563-00 


1.0E-05 


82.1 


82.5 


82.3 


PPARy (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


94.1 


89.1 


91.6 


5-HT 1A (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


112.5 


102.7 


107.6 


5-HT 1B 
7570671-2 


PF-04542563-00 


1.0E-05 


88.9 


111.7 


100.3 


5-HT 2 a (h) (agonist site) 
7570671-2 


PF-04542563-00 


1.0E-05 


78.5 


98.3 


88.4 


5-HT 2B (h) (agonist site) 
7570671-2 


PF-04542563-00 


1.0E-05 


84.0 


95.4 


89.7 


5-HT 2C (h) (agonist site) 
7570671-2 


PF-04542563-00 


1.0E-05 


113.4 


99.2 


106.3 


5-HT 3 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


97.9 


97.9 


97.9 


5-HT4, (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


100.5 


97.8 


99.2 


5-HT7 (h) 
7570671-2 


PF-04542563-00 


LOE-05 


87.3 


96.7 


92.0 


Glucocorticoid (h) (GR) 
7570671-2 


PF-04542563-00 


1.0E-05 


96.5 


92.6 


94.5 


7570671-2 


PF-04542563-00 


LOE-05 


93.6 


93.4 


93.5 
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Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Tprf 

1 est 
Concentration 

(M) 


% of Control Specific Binding 

I s1 2 nd Mean 


Ca^ + channel (L, DHP site) 
7570671-2 


PF-04542563-00 


1.0E-05 


86.7 


90.2 


OO A 

88.4 


Ca^ + channel (L, diltiazem site) (benzothiazepines) 
757067 1 -2 PF-04542563-00 


1 .OE-05 


93.0 


94.3 


93.6 


Ca 2+ channel (L, verapamil site) (phenylalkylamines) 
7570671-2 PF-04542563-00 


1 .0B-0S 


100.0 


97.9 


99.0 


Ca 2+ channel (N) 
7570671-2 


PF-04542563-00 


1. OE-05 


103.8 


100.4 


102.1 


Na + channel (site 2) 
7570671-2 


PF-04542563-00 


1. OE-05 


107.1 


85.3 


96.2 


CI" channel 
7570671-2 


PF-04542563-00 


1. OE-05 


93.6 


99.7 


96.7 


NE transporter (h) 
7570671-2 


PF-04542563-00 


1. OE-05 


89.8 


105.4 


97.6 


DA transporter (h) 
7570671-2 


PF-04542563-00 


1. OE-05 


89.7 


94.6 


92.2 


GABA transporter 
7570671-2 


PF-04542563-00 


1 .0E-05 


90.7 


105.1 


97.9 


Choline transporter (h) (CHT1) 

7570671-2 PF-04542563-00 


1 .OE-05 


125.6 


84.3 


105.0 


5-HT transporter (h) 
7570671-2 


PF-04542563-00 


1. OE-05 


127.0 


98.0 


112.5 
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Table 1 - 3 



Reference Compound Data 



Assay 

Reference Compound 


IC50 


K 5 




DPCPX 


1 .1E-08 


7.0E-09 


1.0 


A 2 aW 
NECA 


4.5E-08 


3.6E-08 


1.0 


ai (non-selective) 
prazosin 


6.0E-10 


1.6E-10 


1.1 


yohimbine 


5.7E-09 


2.5E-09 


1.1 


a 2 B (h) 
yohimbine 


9.1E-09 


6.1E-09 


1:1 


atenolol 


5.4E-07 


3.9E-07 


1.1 


ICI 118551 


2.2E-09 


9.0E-10 


1.3 


ATi (h) 








saralasin 


8.8E-10 


4.4E-10 


0.6 


BZD (central) 
diazepam 


1.3E-08 


1.1E-08 


1.4 


CB x (h) 








CP 55940 


1.0E-09 


8.8E-10 


1.2 


CB 2 (h) 
WIN 55212-2 


3.0E-09 


1.9E-09 


1.0 


CCK A (h) (CCK,) 
CCK-8 


6.9E-10 


5.2E-10 


1.3 


CCK B (h) (CCK 2 ) 
CCK-8 


7.9E-10 


4.7E-10 


1.0 


Vx(h) 
SCH 23390 


9.9E-10 


4.0E-10 


1.2 


Pas W 
(+)butaclamol 


7.7E-09 


2.6E-09 


1.3 


D 3 (h) 

(+)butaclamol 


4.9E-09 


1.1E-09 


1.1 


GABA A 








muscimol 


1 .2E-08 


8.3E-09 


1.9 


GABAeob) (h) 
CGP 54626 


1.1E-08 


4.8E-09 


1.1 


A MP A 








L-glutamate 


3.2E-07 


2.9E-07 


1.1 


Kainate 








kainic acid 


1.0E-08 


8.3E-09 


0.7 


NMDA 








CGS 19755 


6.0E-07 


4.9E-07 


1.1 


Glycine (strychnine-insensitive) 
glycine 


3.2E-07 


2.9E-07 


0.7 



Version 1 
March 26, 2007 



^ • * A Final Report - Study Number 7570671 b p. 24/24 



Assay 1C 50 Kj 
Reference Compound (M) (M) 



Ht(h) 








pyril amine 


3.6E-09 


1.3E-09 


L0 


H 2 (h) 
cimetidine 


3.7E-07 


3.5E-07 


1.0 










(R)oc-Me-histamine 


1.2E-09 


2.9E-10 


1.2 


MAO-A 








clorgyline 


2.6E-09 


1.5E-09 


1.4 


Mi (h) 








pirenzepine 


L4E-08 


1.2E-08 


0.9 


M 2 (h) 

methoctramine 


4.1E-08 


2.8E-08 


0.9 


M 3 (h) 
4-DAMP 


5.9E-10 


4.2E-10 


1.2 


N (neuronal) (a-BGTX-insensitive) (a4p2) 
nicotine 


8.9E-09 


4.8E-09 


0.9 


N (muscle-type) (h) 
a-bungarotoxin 


8.5E-09 


6.7E-09 


1.2 


5 2 (h) (DOP) 
DPDPE 


3.2E-09 


1.9E-09 


1.0 


k (KOP) (guinea-pig) 
U 50488 


5.6E-10 


1.9E-10 


LI 


\l (h) (MOP) (agonist site) 
DAMGO 


6.8E-10 


2.8E-10 


0.9 


PPARy (h) 
rosiglitazone 


3.7E-08 


1.3E-08 


0.8 


5-HT 1A (h) 
8-OH-DPAT 


6.4E-10 


4.0E-10 


L0 


5-HT 1B 








serotonin 


1.3E-08 


8.3E-09 


0.7 


5-HT 2 a (h) (agonist site) 
ODOI 


5.9E-10 


3.6E-10 


0.7 


5-HT 2 b (h) (agonist site) 
()DOI 


6.3E-09 


6.1E-09 


0.7 


5-HT 2C (h) (agonist site) 
ODOI 


1.8E-09 


1.4E-09 


0.6 


5-HT3 (h) 








MDL 72222 


8.6E-09 


6.0E-09 


LI 


5-HT4c (h) 








serotonin 


K6E-07 


5.3E-08 


0.6 


5-HT 7 W 








serotonin 1 


8.7E-10 


3.2E-10 


0.8 


Glucocorticoid (h) (GR) 








dexamethasone 


3.9E-09 


2.0E-09 


LI 


Vi*(h) 

[d(CH 2 ) 5 , ,Tyr(Me) 2 ]-AVP 


1JE-09 


8.0E-10 


L0 


Ca^ channel (L, DHP site) 








nitrendipine 


6.8E-10 


2.3E-10 


LI 
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Assay 

Reference Compound 


ICs) 
<M> 


m) 




Ca 2+ channel (L, diltiazem site) (benzodiazepines) 
diltiazem 


1.7E-08 


1.5E-08 


1.5 


Ca channel (L, verapamil site) (phenylalkylamines) 
D600 


6.5E-08 


3.3E-08 


0.6 


Ca 2+ channel (N) 








co-conotoxin GVIA 


L1E-12 


4.5E-13 


1.1 


Na + channel (site 2) 
veratridine 


4.7E-06 


4.3E-06 


0.8 


CI" channel 








picrotoxinin 


4.4E-07 


3.6E-07 


0.8 


NE transporter (h) 
protriptyline 


6.4E-09 


4.8E-09 


1.0 


DA transporter (h) 
BTCP 


8.4E-09 


4.5E-09 


0.9 


GABA transporter 
nipecotic acid 


9.9E-06 


9.9E-06 


0.9 


Choi ine transporter (h) (CHT 1 ) 
hemicholinium-3 


K3E-08 


7.4E-09 


1.1 


5-HT transporter (h) 
imipramine 


3.6E-09 


1.7E-09 


1.2 
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Table 1 - 4 



ICso Determination: Summary Results 



Assay 

Cerep Compound LD. 


Client Compound I.D. 


IC 50 

(M) 


fM) 


"// 


D 3 (h) 










7570671-2 


PF-04542563-00 


8.6E-06 


1.9E-06 


1.0 


M 3 (h) 
7570671-2 


PF-04542563-00 


1.2E-05 


8.6E-06 


1.0 
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COMPETITION CURVE OBTAINED WITH COMPOUND PF-04542S63-00 
AT THE HUMAN D3 RECEPTOR 



IC50 = 8.6E-06 M 
nH= 1.0 



100- 




• 12 -11 -10 -9 -8 -7 -6 -5 

Log [PF-04542563-00] (M) 



-3 



Figure 1 
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COMPETITION CURVE OBTAINED WITH COMPOUND PF-04542563-00 
AT THE HUMAN M3 RECEPTOR 




Figure 2 
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Table 1-5 



IC50 Determination : Individual Data 



Assay 

Cerep Compound LD. 




Test 


% of Control Specific Binding 


Client Compound I.D. 


Concentration 

CM) 


r 




Mean 


D3 (n) 












7570671-2 


PF-04542563-00 


1.0E-1 1 


1 1 A A 

1 10.0 


on f\ 

89.9 


100.0 


7570671-2 


PF-04542563-00 


1.0E-10 


105.7 


87.5 


96.6 


7570671-2 


PF-04542563-00 


1.0E-09 


95.3 


89.8 


92.5 


7570671-2 


PF-04542563-00 


1.0E-08 


97.7 


94.0 


95.9 


7570671-2 


PF-04542563-00 


1.0E-07 


90.4 


91.2 


90.8 


7570671-2 


PF-04542563-00 


1.0E-06 


89.0 


85.1 


87.1 


7570671-2 


PF-04542563-00 


1.0E-05 


44.4 


42.2 


43.3 


7570671-2 


PF-04542563-00 


1.0E-04 


8.7 


10.2 


9.5 


M 3 (h) 












7570671-2 


PF-04542563-00 


1.0E-11 


96.5 


86.0 


91.3 


7570671-2 


PF-04542563-00 


1.0E-10 


99.7 


91.4 


95.6 


7570671-2 


PF-04542563-00 


1.0E-09 


87.0 


92.8 


89.9 


7570671-2 


PF-04542563-00 


1.0E-08 


89.0 


87.7 


88.3 


7570671-2 


PF-04542563-00 


LOE-07 


90.0 


92.1 


91.0 


7570671-2 


PF-04542563-00 


1.0E-06 


82.4 


83.4 


82.9 


7570671-2 


PF-04542563-00 


1.0E-05 


50.1 


50.5 


50.3 


7570671-2 


PF-04542563-00 


1.0E-04 


8.8 


10.3 


9.6 
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Table 1 - 6 



Reference Compound Data 



Assay 

Reference Compound 


ic 50 

(M) 


(M) 




D 3 (h) 

(+)butaclamol 


5.6E-09 


1.2E-09 


L3 


M 3 (h) 
4-DAMP 


5.7E-10 


4.1E-10 


1.3 



Version 1 
March 26, 2007 



*V- Final Report - Study Number 7570671b p. 31/31 

4.2. IN VITRO PHARMACOLOGY: Enzvme Assays 

The mean values for the effects of PF-04542563-00 are summarized in table 2 - 1 . 
The individual data obtained with PF-04542563-00 are reported in table 2-2. 

The IC50 value for each reference compound is indicated in table 2-3. Each is within accepted 
limits of the historic average ± 0.5 log units. 
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Table2-1 
Summary Results 



Assay 

Cerep Compound l.D. 


Client Compound l.D. 


Test 

Co n f*p n t ra f i n n 

* — - Wl IVvl III Ut JUl t 

(M) 


% Inhibition of 
Control Values 


COX 2 (h) 
7570671-2 


PF-04542563-00 


L0E-05 


5 


PDE3 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


3 


PDE4 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


-4 


ACE(h) 
7570671-2 


PF-04542563-00 


1.0E-05 


3 


FLT-1 kinase (h) (VEGFR1) 
7570671-2 


PF-04542563-00 


1.0E-05 


1 


p38ot kinase (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


7 


Acetylcholinesterase (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


-11 


ATPase (NaVK*) 
7570671-2 


PF-04542563-00 


3.0E-05 


6 
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Table 2 - 2 



Individual Data 



Assay 

Cerep Compound I.D. 


Client Compound LD. 


Test 
Con central ion 


% of Control Values 
I s1 2 nd Mean 


COX 2 (h) 
7570671-2 


PF-04542563-00 


1 .0E-05 


97.0 


92.4 


94.7 


PDE3 (h) 
7570671-2 


PF-04542563-00 


1 .0E-05 


98.4 


95.6 


97.0 


PDE4 (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


101.9 


105.6 


103.7 


ACE(h) 
7570671-2 


PF-04542563-00 


1.0E-05 


96.6 


98.0 


97.3 


FLT-1 kinase (h) (VEGFR1) 
7570671-2 


PF-04542563-00 


1.0E-05 


95.6 


102.9 


99.3 


p38oc kinase (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


93.0 


93.0 


93.0 


Acetylcholinesterase (h) 
7570671-2 


PF-04542563-00 


1.0E-05 


111.6 


110.4 


111.0 


ATPase (Na + /K + ) 
7570671-2 


PF-04542563-00 


3.0E-05 


99.1 


88.8 


94.0 
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Table 2 - 3 



Reference Compound Data 



Assay 

Reference Compound 


ic 50 

(M) 




COX 2 (h) 
NS398 


1.0E-07 


1.9 


PDE3 (h) 
milrinone 


1.6E-07 


0.9 


PDE4 (h) 
rolipram 


3.0E-07 


0.7 


ACE(7i; 
captopril 


2.0E-09 


0.8 


FLT-1 kinase (h) (VEGFR1) 
staurosporine 


8.9E-09 


1.6 


p38a kinase (h) 
SB202190 


2.1E-08 


0.9 


Acetylcholinesterase (h) 
neostigmine 


3.9E-08 


1.0 


ATPase (Na + /K + ) 
ouabain 


9.0E-07 


LI 
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5. HELP TO INTERPRET YOUR RESULTS IN 
IN VITRO PHARMACOLOGY 



. Results showing an inhibition (or stimulation for assays run in basal conditions) higher than 50% 
are considered to represent significant effects of the test compounds. 50% is the most common cut- 
off value for further investigation (determination of IC50 or EC50 values from concentration- 
response curves). 

. Results showing an inhibition (or stimulation) between 20% and 50% are indicative of weak to 
moderate effects (in some assays, they may be confirmed by further testing as they are within a 
range where more inter-experimental variability can occur). 

. Results showing an inhibition (or stimulation) lower than 20% are not considered significant and 
mostly attributable to variability of the signal around the control level. 

. Low to moderate negative values have no real meaning and are attributable to variability of the 
signal around the control level. High negative values (> 50%) that are sometimes obtained with high 
concentrations of test compounds are generally attributable to non-specific effects of the test 
compounds in the assays, apart from a few exceptions. 



Version 1 
March 26, 2007 



•••• 



Final Report - Study Number 7570671b 



p. 36/36 



6. BIBLIOGRAPHY 



APPARSUNDARAM, S., FERGUSON, S.M., GEORGE, A.L. and BLAKELY, R.D. (2000) 

Molecular cloning of a human hemicholinium-3-sensitive choline transporter. 
Biochem. Biophys. Res. Commun., 276 : 862-867. 

BIGNON, E., BACHY, A., BOIGEGRAIN, R. et al (1999) 

SR146131: a new potent, orally active and selective non-peptide cholecystokinin subtype 1 receptor agonist: in vitro 
studies. 

J. Pharmacol. Exp Ther. 289: 742-751. 
BROWN, G.B. (1986) 

3 H-batrachotoxinin-A benzoate binding to voltage-sensitive sodium channels: inhibition by the channel blockers 
tetrodotoxin and saxitoxin. 
J. Neurosci, 6: 2064-2070. 

BRYANT, H.U., NELSON, D.L., BUTTON, D., COLE, H.W., BAEZ, M.B., LUCAITES, V.L., WAINSCOTT, 
D.B., WHITESITT, C, REEL, J., SIMON, R and KOPPEL, G.A. (1996) 
A novel class of 5-HT 2A receptor antagonist: aryl aminoguanidines. 
LifeSci.,15: 1259-1268. 

CESURA, A.M., BOS, M., GALVA, M.D., IMHOF, R. and DA PRADA, M. (1990) 

Characterization of the binding of [ 3 H]Ro 41-1049 to the active site of human monoamine oxidase-A. 
Moi Pharmacol, 37: 358-366 

CHOI, D.S., BIRRAUX, G., LAUNAY, J.M. and MAROTEAUX, L. (1994) 

The human serotonin 5-HT 2B receptor: pharmacological link between 5-HT 2 and 5-HT 1D receptors. 

FEBS Lett., 352: 393-399. 

CLARK, A.F., LANE, D., WILSON, K., MIGGANS, S.T. and McCARTNEY, M.D. (1996) 

Inhibition of dexamethasone-induced cytoskeletal changes in cultured human trabecular meshwork cells by 
tetrahy drocorti sol . 

Invest. Ophtalmol. Vis. Sci., 37: 805-8 J 3. 



Version 1 
March 26, 2007 



Final Report - Study Number 757067 1 b 



p. 37/37 



DEVEDJIAN, J.-C, ESCLAPEZ, F., DENIS-POUXVIEL, C. and PARIS, H. (1994) 

Further characterization of human a 2 -adrenoceptor subtypes : [ 3 H]RX821002 binding and definition of additional 
selective drugs. 

Eur. J. Pharmacol., 252: 43-49. 

DORJE, F., WESS, J., LAMBRECHT, G., TACKE, R., MUTSCHLER, E. and BRANN, M.R. (1991) 

Antagonist binding profiles of five cloned human muscarinic receptor subtypes. 
J. Pharmacol. Exp. Ther., 256: 727-733. 

ELLMAN, G.L., COURTNEY, K.D., ANDRES; V. and FEATHERSTONE, R.M. (1961) 

A new and rapid colorimetric determination of acetylcholinesterase activity. 
Biochem. Pharmacol, 7: 88-95. 

FERRY, G., BRUNEAU, V., BEAUVERGER, P., GOUSSARD, M., RODRIGUEZ, M., LAM AMY, V., 
DROMAINT, S., CANET, E., GALIZZI, J-P. and BOUTIN, J.A. (2001) 

Binding of prostaglandins to human PPAR gamma: tool assessment and new natural ligands. 
Eur. J. Pharmacol., 417: 77-89. 

FISKE, CM. and SUBBAROW, Y. (1925) 

The colorimetric determination of phosphorus. 
J. Biol Chem., 66: 375-400. 

FRANTZ, B., KLATT, T„ PANG, M., PARSONS, J., ROLANDO, A., WILLIAMS, H., TOCCI, M.J., O'KEEFE, 
S.J. and O'NEILL, E.A. (1998) 

The activation state of p38 Mitogen- Activated Protein Kinase determines the efficiency of ATP competition for 
pyridinyl imidazole inhibitor binding. 
Biochemistry, 37: 13846-13853. 

GLASER, IC, SUNG, M.L., O'NEILL, K., BELFAST, M., HARTMAN, D., CARLSON, R., KREFT, A., 
KUBRAK, D., HSIAO, C.L. and WEICHMAN, B. (1995) 

Etodolac selectively inhibits human prostaglandin G/H synthase 2 (PGHS-2) versus human PGHS-L 
Eur. J. Pharmacol, 281: 107-111. 



Version 1 
March 26, 2007 



Final Report - Study Number 757067 1 b 



p. 38/38 



GRANDY, D.K., MARCHIONNI, M.A., MAKAM, H., STOFKO, RE., ALFANO, M., FROTH INGHAM, L., 
FISCHER, J.B., BURKE-HOWIE, K.J., BUNZOW, J.R., SERVER, A.C. and CIVELLI, O. (1989) 

Cloning of the cDNA and gene for a human D2 dopamine receptor. 
Proc. Natl. Acad Sci. U.S.A., 86: 9762-9766. 

GREEN, A., WALLS, S., WISE, A., GREEN, R. H., MARTIN, A. K. and MARSHALL F. H. (2000) 

Characterization of [ 3 H]-CGP54626A binding to heterodimeric GABA B receptors stably expressed in mammalian cells. 
Brit. J. Pharmacol., 13±: 1766-1774. 

GREENGRASS, P. and BREMNER, R. (1979) 

Binding characteristics of [ 3 H]-prazosin to rat brain a-adrenergic receptors. 
Eur. J. Pharmacol, 55: 323-326. 

HOORN, CM. and ROTH, R.A. (1993) 

Monocrotaline pyrrole-induced changes in angiotensin-con verting enzyme activity of cultured pulmonary artery 
endothelial cells. 

Brit. J. Pharmacol., U0: 597-602. 

HOPE, A.G., PETERS, J.A., BROWN, A.M., LAMBERT, J.J. and BLACKBURN, T.P. (1996) 

Characterization of a human 5-hydroxytryptamine3 receptor type A (h5-HT 3 R-A s ) subunit stably expressed in HEK 293 
cells. • 

Brit. J. Pharmacol., JJ8: 1237-1245. 

HOYER, D., ENGEL, G. and KALKMAN, H.O. (1985) 

Characterization of the 5-HTjb recognition site in rat brain : binding studies with (-) ( 125 I) iodocyanopindolol. 
Eur. J. Pharmacol., U8: 1-12. 

ITOKAWA, T., NOKIHARA, H., NISHIOKA, Y., SONE, S., IWAMOTO, Y., YAMADA, Y., CHERRINGTON, 
J., McMAHON, G., SHIBUYA, M., KUWANO, M. and ONO, M. (2002) 

Antiangiogenic effect by SU5416 is partly attributable to inhibition of Fit- 1 receptor signaling. 
Mol. Cancer Ther., /; 295-302. 

KINOUCHI, K. and PASTERNAK, G.W. (1991) 

Evidence for kj opioid receptor multiplicity in the guinea pig cerebellum. 

Eur. J. Pharmacol., 207: 135-141. 

i 

Version 1 
March 26, 2007 



Final Report - Study Number 7570671 b 



p. 39/39 



LANGIN, D., LAFONTAN, M., STILLING, M.R. and PARIS, H. (1989) 

[ 3 H]RX821002 : a new tool for the identification of alpha^-adrenoceptors 
Eur. J. Pharmacol., 167: 95-104. 

LE, M.T., DE BACKER, J.-P., HUNYADY, L., VANDEHEYDEN, P.M.L. and VAUQUELIN, G. (2005) 

Ligand binding and functional properties of human angiotensin AT, receptors in transiently and stably expressed CHO- 
Kl cells. 

Eur. J. Pharmacol., 513: 35-45. 

LEE, H.R., ROESKE, W.R. and YAMAMURA, H.I. (1984) 

High affinity specific [ 3 H](+)PN 200-1 10 binding to dihydropyridine receptors associated with calcium channels in rat 
cerebral cortex and heart. 
Life ScL, 35: 721-732. 

LEE, Y.-M ., BEINBORN, M„ McBRIDE, E.W., LU, M., KOLAKOWSKI, L.F. and KOPIN, A.S. (1993) 
The human brain cholecystokinin-B/gastrin receptor. 
J. Biol. Chem., 268: 8164-8169. 

LEURS, R., SMIT, M.J., MENGE, W. and TIMMERMAN, H. (1994) 

Pharmacological characterization of the human histamine H 2 receptor stably transfected in Chinese hamster ovary ceils. 
Brit. J. Pharmacol., JJ2: 847-854. 

LEVIN, M.C., MARULLO, S., MUNTANER, O., ANDERSON, B. and MAGNUSSON, Y. (2002) 

The myocardium-protective Gly-49 variant of the beta 1 -adrenergic receptor exhibits constitutive activity and increased 
desensitization and down regulation. 

J. Biol.Chem., 277: 30429-30435. 

LEWIN, A.H., DE COSTA, B.R., RICE, K.C. and SKOLNICK, P. (1989) 

meta- and /?a/-a-isothiocyanato-/-butylbicycloorthobenzoate : irreversible ligands of the y-aminobutyric acid-regulated 

chloride ionophore. 

Mol Pharmacol, 35: 189-194. 



Version 1 
March 26, 2007 



Final Report - Study Number 757067 1 b 



p. 40/40 



LOVENBERG, T.W., ROLAND, B.L. WILSON, S.J., JIANG, X., PYATI, J., HUVAR, A., JACKSON, M.R. and 
ERLANDER, M.G. (1999) 

Cloning and functional expression of the human histamine H 3 receptor. 
Mol. Pharmacol., 55: 1101-1107. 

LUKAS, R.J. (1986) 

Characterization of curaremimetic neurotoxin binding sites on membrane fractions derived from the human 
medulloblastoma clonal line, TE671. 
J. Neurochem., 46: 1936-1941. 

LUTHIN, D.R., OLSSON, R.A., THOMPSON, R.D., SAWMILLER, D.R. and LINDEN, J. (1995) 

Characterization of two affinity states of adenosine A2 a receptors with a new radioligand, 

2-[2-(4-amino-3-[ 125 I]iodophenyl)ethylamino]adenosine. 

Mol. Pharmacol., 47: 307-313. 

MACKENZIE, R.G., VANLEEUVEN, D., PUGSLEY, T.A., SHIH, Y-H., DEMATTOS, S., TANG, L., TODD, R. 
and O'MALLEY, K.L. (1994) 

Characterization of the human dopamine D 3 receptor expressed in transfected cell lines. 
Eur. J. Pharmacol., 266: 79-85. 

MIALET, J., BERQUE-BESTEL, I., EFTEKHARI, P., GASTINEAU, M., GINER, M„ DAHMOUNE, Y., 
DONZEAU-GOUGE, P., HOEBEKE, J., LANG LOIS, M., SICSIC, S„ FISCHMEISTER, R and 
LEZOUALC'H, F. (2000) 

Isolation of the serotoninergic 5-HT 4 ( e ) receptor from human heart and comparative analysis of its pharmacological 
profile in C6-glial and CHO cell lines. 
Brit. J. Pharmacol., 129: 771-781. 

MONAGHAN, D.T. and COTMAN, C.W. (1982) 

The distribution of [ 3 H]kainic acid binding sites in rat CNS as determined by autoradiography. 
Brain Res., 252: 91-100. 

MULHERON, J.G., CASANAS, S.J., ARTHUR, J.M., GARNOVSKAYA, M.N., GETTYS, T.W. and 
RAYMOND, J R. (1994) 

Human 5-HTi A receptor expressed in insect cells activates endogenous Go-like G protein. 
J. Biol. Chem., 269: 12954-12962. 



Version 1 
March 26, 2007 



Final Report - Study Number 757067 1 b 



p. 41/41 



MUNRO, S., THOMAS, K.L. and ABU-SHAAR, M. (1993) 

Molecular characterization of a peripheral receptor for cannabinoids. 
Nature, 365: 61-65. 

MURPHY, D.E., SNOWHILL, E.W. and WILLIAMS, M. (1987) 

Characterization of quisqualate recognition sites in rat brain tissue using DL-[ 3 H]a-amino-3-hydroxy- 5- 
methylisoxazole-4-proprionic acid (AMPA) and a filtration assay. 
Neurochem. Res., 12: 775-781. 

PABREZA, L.A., DHAWAN, S. and KELLAR, K.J. (1991) ! 

[ 3 H]cytisine binding to nicotinic cholinergic receptors in brain. 
Mol. Pharmacol, 39: 9-12. 

PACHOLCZYK, T., BLAKELY, R.D. and AMARA, S.G. (1991) 

Expression cloning of a cocaine- and antidepressant-sensitive human noradrenaline transporter. 
Nature, 350: 350-354. 

PERALTA, E. G., ASHKENAZI, A., WINSLOW, J. W., SMITH, D. H., RAMACHANDRAN, J. and CAPON, D. 
J. (1987) 

Distinct primary structures, ligand-binding properties and tissue-specific expression of four human muscarinic 
acetylcholine receptors. 
Embo. J., 6: 3923-3929. 

PRISTUPA, Z.B., WILSON, J.M., HOFFMAN, B.J., KISH, S.J. and NIZNIK, H.B. (1994) 

Pharmacological heterogeneity of the cloned and native human dopamine transporter : disassociation of [ 3 H] WIN 
35,428 and [ 3 H]GBR 12,935 binding. 
Mol. Pharmacol., 45; 125-135. 

REYNOLDS, I. J., SNOWMAN, A.M. and SNYDER, S.H. (1986) 

(-)[ 3 H]desmethoxyverapamii labels multiple calcium channel modulator receptors in brain and squeletal muscle 
membranes: differentiation by temperature and dihydropyridines. 
J. Pharmacol. Exp. Then, 237: 731-738. 



Version 1 
March 26, 2007 



Final Report - Study Number 7570671b p. 42/42 

RINALDI-CARMONA, M., CALANDRA, B., SHIRE, D., BOUABOULA, M., OUSTRIC, D., BARTH, F., 
CASELLAS, P., FERRARA, P. and LE FUR, G. (1996) 

Characterization of two cloned human CBi cannabinoid receptors isoform. 
J. Pharmacol Exp. Then, 278: 871-878. 

SCHOEMAKER, H. and LANGER, S.Z. (1985) 

[ 3 H]diltiazem binding to calcium channel antagonist recognition sites in rat cerebral cortex. 
Eur. J. Pharmacol., Uh 273-277. 

SHANK, R.P., BALDY, W.J., MATTUCCI, L.C. and VI1XANI, F.J. (1990) 

Ion and temperature effects on the binding of y-aminobutyrate to its receptors and the high-affinity transport system. 
J. Neurochem., 54: 2007-2015. 

SHEN, Y., MONSMA, F.J., METCALF, M.A., JOSE, P.A., HAMBLIN, M.W. and SIBLEY, D.R. (1993) 

Molecular cloning and expression of a 5-hydroxytryptamine7 serotonin receptor subtype. 
J. Biol. Chem., 268: 18200-18204. 

SIEGEL, B.W., BARON, B.M., HARRISON, B.L., GROSS, R.S., HAWES, C. and TOWERS, P. (1995) 
[ 3 H]MDL 105,519, a high affinity radioligand for the NMDA receptor-associated glycine recognition site. 
Ann. Meeting Soc. Neurosci., 2J_: 1 106. 

SILLS, M.A., FAGG, G., POZZA, M., ANGST, C, BRUNDISH, D.E., HURT, S.D., WILUSZ, E.J. and 
WILLIAMS, M. (1991) 

[ 3 H]CGP 39653: a new N-methyl-D-aspartate antagonist radioligand with low nanomolar affinity in rat brain. 
Eur. J. Pharmacol, 192: 19-24. 

SIMONIN, F., BEFORT, K., GAVERIAUX-RUFF, C., MATTHES, H., NAPPEY, V., LANNES, B., 
MICHELETTI, G. and KIEFFER, B. (1994) 

The human 6-oipioid receptor: genomic organization, cDNA cloning, functionnal expression, and distribution in human 
brain. 

Mol Pharmacol, 46: 1015-1021. 

SM IT, M.J., TIMMERMAN, H., HIJZELENDOORN, J.C., FUKUI, H. and LEURS, R. (1996) 

Regulation of the human histamine H] receptor stably expressed in Chinese hamster ovary cells. 
Brit. J. Pharmacol, 117: 1071-1080. 



Version 1 
March 26, 2007 



Final Report - Study Number 7570671b 



p. 43/43 



SMITH, C. and TEITLER, M. (1999) 

Beta-blocker selectivity at cloned human beta,- and beta 2 -adrenergic receptors. 
Cardiovasc. Drugs Ther., J_3: 123-126. 

SNODGRASS, S.R. (1978) 

Use of [ 3 H]muscimol for GAB A receptor studies. 

Nature, 273: 392-394. 

SPETH, R.C., WASTEK, G.J. and YAMAMURA, H.I. (1979) 

Benzodiazepine receptors: temperature dependence of [ 3 H]flunitrazepam binding. 
Life Sci., 24: 351-358. 

TAHARA, A., SAITO, M.,SUGIMOTO, T., TOMURA, Y., WADA, K., KUSAYAMA, T., TSUKADA, J., ISHII, 
N., YATSU, T., UCHIDA, W. and TANAKA, A. (1998) 

Pharmacological characterization of the human vasopressin receptor subtypes stably expressed in Chinese hamster 
ovary cells. 

Brit. J. Pharmacol., 125: 1463-1470. 

TATSUMI, M., JANSEN, K., BLAKELY, R.D. and RICHELSON, E. (1999) 

Pharmacological profile of neuroleptics at human monoamine transporters. 
Eur. J. Pharmacol., 368: 277-283. 

TORPHY, T.J., ZHOU, H.L. and CIESLINSKI, L.B. (1992) 

Stimulation of beta adrenoceptors in a human monocyte cell line (U937) up-regulates cyclic AMP-specific 

phosphodiesterase activity. 

J. Pharmacol. Exp. Ther., 263: 1195-1205. 

TOWNSEND-NICHOLSON, A. and SCHOFIELD, P.R (1994) 

A threonine residue in the seventh transmembrane domain of the human Aj adenosine receptor mediates specific 
agonist binding. 

J. Biol. Chem., 269: 2373-2376. 

WAGNER, J.A., SNOWMAN, A.M., BISWAS, A., OLIVERA, B.M. and SNYDER, S.H. (1988) 

co-conotoxin GVIA binding to high-affinity receptor in brain : characterization, calcium sensitivity, and solubilization. 

J. NeuroscL, 8: 3354-3359. 



Version 1 
March 26, 2007 



••• 



Final Report - Study Number 7570671b 



p. 44/44 



WANG, J.B., JOHNSON, P.S., PERS1CO, A.M., HAWKINS, A.L., GRIFFIN, C.A. and UHL, G.R. (1994) 

Human u.-opiate receptor. cDNA and genomic clones, pharmacological characterization and chromosomal assignment. 
FEBS Lett., 338: 217-222. 

WEISHAAR, R.E., BURROWS, S.D., KOBYLARZ, D.C., QUADE, M.M. and EVANS, D.B. (1986) 
Multiple molecular forms of cyclic nucleotide phosphodiesterase in cardiac and smooth muscle and in platelets. 
Biochem. Pharmacol. 35: 787-800. 

ZHOU, Q.-Y., G RANDY, D.K., THAMBI, L., KUSHNER, J.A., VAN TOL. H.H.M., CONE, R., PRIBNOW, D., 
SALON, J., BUNZOW, J.R. and CIVELLI, O. (1990) 

Cloning and expression of human and rat Dj dopamine receptors. 
Nature, ML 76-80. 



Version 1 
March 26, 2007 



Final Report - Study Number 7570671b 



p. 45/45 



7. STORAGE AND RETENTION OF RECORDS j 



All documents generated during the performance of the study (raw data, various recordings such as 
QA audit reports, an original of the study report, study plan...) will be stored for a 10-year period in 
Cerep's archive rooms after achievement of the study. Only Cerep's authorized employees shall have 
access to the archives. 

The original final report provided to the sponsor will be kept by the sponsor under its sole 
responsibility. 
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8, QUALITY ASSURANCE STATEMENT 



The following audit was performed on this study: 



CALENDAR 

Audit of the F inal Rep ort fl^ f ^ Jkfl f 



Audit report of the study report was transmitted to the Study Director for approval. 



I certify that results presented in this report were generated using the materials and methods 
mentioned and that these results accurately reflect the Raw Data. 
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Appendix 3 

GLP Study report for binding assay 1 for Merck Example 3 enantiomer 2. completed at 
CEREP Biosciences 

In this report, enantiomer 2 of Merck Example 3 is referred to by the reference number PF- 
4542565. 
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1. PURPOSE OF THE STUDY 



The purpose of this study was to investigate the effects of PF-04542565-00 in various in vitro 
receptor binding and enzyme assays. 
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2. MATERIALS AND METHODS 






2.1. IN VITRO PHARMACOLOGY: Binding Assavs 




2.1.1. General Procedures 






Assay 


Origin 


Reference Compound 


Ribl iot^ranhv 


Ai (h) 


human recombinant 

* I v* I ■ 1 CU 1 1 VWV/I ML/11 1CU 1 L 


DPCPX 


Townsend-Nicholson and 




(CHO cells) 




Schofleld(1994) 


A 7A (h) 


human recombinant 


NECA 


LUinin ex ai. yiyyj) 




(HEK-293 cells) 






Oti 


rat cerebral cortex 


prazosin 


Greengrass and Bremner ( 1 975 


( r\ c\r\ -<i e> \ f* ni'wi p>\ 

\ \\\J\ VC ) 








Ct 2 A W 


human recombinant 


yohimbine 


Langin et al. (1989) 




(CHO cells) 






01 2B ('•/ 


human recomhinant 

1IU1I1CUI 1 tVvlllUllldJll 


vohimbine 


Devedjian et al. (1994) 




(CHO cells) 






Pi (h) 


human recombinant 


atenolol 


Levin et al. (2002) 




(HEK-293 cells) 








human recombinant 


ICI 118551 


Smith and Teitler ( 1 999) 




(Sf9 cells) 






AT, ^ 


human recombinant 


saralasin 


Le et al. (2005) 




(HEK-293 cells) 






BZD (central) 


rat cerebral cortex 


diazepam 


Speth et al. (1979) 


CB, (h) 


human recombinant 


CP 55940 


Rinaldi-Carmona et al. (1996) 




(CHO cells) 






CK 2 (h) 


human recombinant 


WIN 55212-2 


Munrn ft al flQQlt 

IVIUIIIU Cl al. \ 




(CHO cells) 






CCK A (h) 


human recombinant 


CCK-8 


Bignoh et al. (1999) 


(CCK,) 


(CHO cells) 






CCK B (h) 


human recombinant 


CCK-8 


L>ee et ai. { i yyj ) 


(CCK 2 ) 


(CHO cells) 








human recombinant 


SCH 23390 


Zhou et al.(1990) 




(CHO cells) 






D 2S W 


human recombinant 


(+)butaclamol 


Grandy et al. (1989) 




(HEK-293 cells) 








human recombinant 


(+)butaclamol 


Mackenzie et al. (1994) 




(CHO cells) 






GABA A 


rat cerebral cortex 


muscimol 


Snodgrass(1978) 
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Assay 



Origin 



Reference Compound 



Bibliography 



GABA B (ib) (h) ^ 

AMPA 
Kainate 
NMDA 
Glycine 

(strychnine-insensitive) 
H, (h) 

H 3 W 

MAO-A 
M x (h) 

M 2 (h) 

M 3 (h) 

N (neuronal) 

(ct-BGTX-insensitive) 

(a4p2) 

N (muscle-type) (h) 

*2(h) 
(DOP) 

K 

(KOP) (guinea-pig) 

»(h) 
(MOP) 
(agonist site) 

PPARy (h) 
5-HT 1A (h) 

5-HT 1B 
5-HT 2A (h) 
(agonist site) 
5-HT 2B (h) 
(agonist site) 



human recombinant 
(HEK-293 cells) 
rat cerebral cortex 
rat cerebral cortex 
rat cerebral cortex 
rat cerebral cortex 

human recombinant 
(HEK-293 cells) 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
rat cerebral cortex 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
rat cerebral cortex 



TE671 cells 
human recombinant 
(CHO cells) 

guinea-pig cerebellum 

human recombinant 
(HEK-293 cells) 

human recombinant 

(E. coli) 

human recombinant 
(HEK-293 cells) 
rat cerebral cortex 

human recombinant 
(HEK-293 cells) 

human recombinant 
(CHO cells) 



CGP 54626 

L-glutamate 
kainic acid 
CGS 19755 
glycine 

pyrilamine 

cimetidine 

(R)ct-Me-histamine 

clorgyline 
pirenzepine 

methoctramine 

4-DAMP 

nicotine 

a-bungarotoxin 
DPDPE 

U 50488 
DAMGO 

rosiglitazone 

8-OH-DPAT 

serotonin 
(±)DOI 

(±)DOI 



Green et al. (2000) 

Murphy et al. (1987) 
Monaghan and Cotman (1982) 
Sills et al. (1991) 
Siegel et al. (1995) 

Smit et al. (1996) 

Leurs et al. (1994) 

Lovenberget al. (1999) 

Cesuraet al. (1990) 
Dorje et al. (1991) 

Dorje et al. (1991) 

Peralta et ah (1987) 

Pabreza et al. (1991) 

Lukas(1986) 
Simonin et al. (1994) 

Kinouchi and Pasternak (1991) 
Wang et al.(1994) 

Ferry et al.(2001) 

Mulheron et al. (1994) 

Hoyer et al. (1985) 
Bryant et al. (1996) 

Choi et al.(1994) 
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Assay 



Origin 



Reference Compound 



Bibliography 



5-HT 2C (h) 
(agonist site) 
5-HT3 (h) 

5-HT 4e (h) 

5-HT 7 ^ 

Glucocorticoid (h) 
(GR) 

2+ 

Ca channel 
(L, DHP site) 

2+ 

Ca channel 
(L, diltiazem site) 
(benzoth iazep ines) 

2+ 

Ca channel 

(L, verapamil site) 

(phenylalkylamines) 

2+ 

Ca channel 
(N) 

Na + channel 
(site 2) 

CI" channel 

NE transporter (h) 

DA transporter (h) 

GABA transporter 

Choline transporter (h) 
(CHT1) 

5-HT transporter^ 



human recombinant 
(CHO cells) 

human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
IM-9 cells (cytosol) 

human recombinant 

(CHO cells) 

rat cerebral cortex 

rat cerebral cortex 



rat cerebral cortex 



rat cerebral cortex 
rat cerebral cortex 

rat cerebral cortex 

human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 
rat cerebral cortex 
human recombinant 
(CHO cells) 
human recombinant 
(CHO cells) 



(±)DOI 



Bryant et al. (1996) 



serotonin 



serotonin 



MDL 72222 Hope et al. ( 1 996) 

Mialet et al. (2000) 
Shenetal.(1993) 
dexamethasone Clark et al. (1996) 

[d(CH 2 ) 5 1 ,Tyr(Me) 2 ]-A VP Tahara et al. ( 1 998) 
nitrendipine Lee et al. (1984) 



diltiazem 



D600 



co-conotoxin GVIA 

veratridine 

picrotoxinin 
protriptyline 

BTCP 

nipecotic acid 
hemicholinium-3 

imipramine 



Schoemaker and Langer (1985) 



Reynolds et al. (1986) 



Wagner et al. (1988) 

Brown (1986) 

Lewin et al. (1989) 
Pacholczyk et al. (1991) 

Pristupa et al. (1994) 

Shank et al. (1990) 
Apparsundaram et al. (2000) 

Tatsumi et al. (1999) 
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2.1.2. Experimental Conditions 



Assay 



Ligand 



Cone. Non Specific 



Incubation 



Method of 
Detection 



A 2 aW 
<*i 

(non-selective) 
«2A (h) 

<*2B (h) 

V\(h) 

AT, (h) 

BZD (central) 

CB! (h) 

CB 2 (h) 

CCK A (h) 
(CCK,) 

CCK B (h) 
(CCK 2 ) 



[ 3 H]DPCPX 1 nM 

[ 3 H]CGS 21680 6nM 

[ 3 H]prazosin 0.25 nM 

[ 3 H]RX 821002 lnM 

[ 3 H]RX 821002 2.5 nM 

[ 3 H](-)CGP 12177 0.15 nM 

[ 3 H](-)CGP 12177 0.15 nM 

[ 125 I][Sar\lIe 8 ]-AT II 0.05 nM 

[ 3 H]flunitrazepam 0.4 nM 

[ 3 H]CP 55940 0.5 nM 

[ 3 H] WIN 55212-2 0.8 nM 

[ I25 I]CCK-8 0.08 nM 

[ ,25 I]CCK-8 0.054 nM 



DPCPX 
(luM) 

NECA 
(10 uM) 

prazosin 
(0.5 ^iM) 

(-)epinephrine 
(100 uM) 

(-)epinephrine 
(100 uM) 

alprenolol 
(50 uM) 

alprenolol 
(50 uM) 

angiotensin II 
(10 uM) 

diazepam 
(3 uM) 

WIN 55212-2 
(10 uM) 

WIN 55212-2 
(5 uM) 

CCK-8 
(1 uM) 

CCK-8 
(1 uM) 



60 min./22°C 



120min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



60 min./22°C 



120 min./37°C 



60 min./4°C 



120 min./37°C 



120min./37°C 



60 min./22°C 



60 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 
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Ligand 



Cone. 



Non Specific 



Incubation 
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Method of 
Detection 



D x (h) 
D 2S (h) 
D 3 (h) 
GABA A 



[ 3 H]SCH 23390 
[ 3 H] spiperone 
[ 3 H] spiperone 
[ 3 H]muscimol 



AMPA 



Kainate 



NMDA 



[ 3 H]AMPA 



Glycine 

(strychnine-insensitive) 
H x (h) 



H 3 (h) 



MAO-A 



M, (h) 



[ 3 H]Ro 41-1049 



[ 3 H]pirenzepine 



0.3 nM 



03 nM 



03 nM 



5 nM 



GABA B(ib) W [ 3 H]CGP 54626 2 5 nM 



8 nM 



[ 3 H]kainic acid 5 nM 

[ 3 H]CGP 39653 5 nM 

[ 3 H]MDL 105,519 0.5 nM 

[ 3 H]pyrilamine 3 nM 

[ 125 I]APT 0.2 nM 

[ 3 H]N a -Me-histamine 1 nM 



10 nM 



2 nM 



SCH 23390 
(luM) 

(+)butaclamol 
(10 uM) 

(+)butaclamol 
(10 uM) 

muscimol 
(10 uM) 

GABA 
(10 mM) 

L-glutamate 
(1 mM) 

L-glutamate 
(1 mM) 

L-glutamate 
(100 uM) 

glycine 
(1 mM) 

pyriiamine 
(luM) 

tiotidine 
(100 uM) 

(R)a-Me-histamine 
(1 ^iM) 

clorgyline 
(1 uM) 

atropine 
(UM) 



60 min./22°C 



60 min./22°C 



60 min./22°C 



10min./4°C 



60 min./22°C 



60 min./4°C 



60 miny4°C 



60 min./4°C 



45 min./0 o C 



60 min./22°C 



120 min./22°C 



60 min./22°C 



60 min/37°C 



60 min./22°C 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 



Version 1 
March 26, 2007 



Final Report - Study Number 7570671a 



p. 10/41 



Assav 



Liaand 



Cone. 



Non Specific 



Incubation 



Method of 
Detection 



M 2 (h) 
M 3 (h) 



[ 3 H]AF-DX 384 



[ 3 H]4-DAMP 



N (neuronal) [ 3 H]cytisine 

(a-BGTX-insensitive) 

(«4P2) 

N (muscle-type) (h) [ 125 I]a-bungarotoxin 



§2 W 
(DOP) 

K 

(KOP) (guinea-pig) 

»(h) 
(MOP) 
(agonist site) 
PPARy (h) 

5-HT 1A (h) 

5-HT IB 



5-HT 2A (h) 
(agonist site) 

5-HT 2B (h) 
(agonist site) 

5-HT 2C (h) 
(agonist site) 

5-HT 3 (h) 



[ 3 H]DADLE 
[ 3 H]U 69593 
[ 3 H]DAMGO 

[ 3 H]rosiglitazone 
[ 3 H]8-OH-DPAT 



2nM 



0.2 nM 



1.5 nM 



2.5 nM 



0.5 nM 



0.7 nM 



0.5 nM 



10 nM 



0.3 nM 



[ 125 I]CYP 0.1 nM 

(+ 30 uM (-)propranolol) 



[ 125 I](±)DOI 0.2 nM 



[ 125 I](±)DOI 0.2 nM 



[ 125 I](±)DOI 



[ H]BRL 43694 



0.2 nM 



0.5 nM 



atropine 
(ljiM) 

atropine 
(1 uM) 

nicotine 
(10 uM) 

a-bungarotoxin 
(5 MM) 

naltrexone 
(10 uM) 

naloxone 
(10 uM) 

naloxone 
(10 uM) 

rosiglitazone 
(10 uM) 

8-OH-DPAT 
(10 uM) 

serotonin 
(10 \iM) 

(±)DO! 
(1 uM) 

(±)DOI 
(1 uM) 

(±)DOI 
(10 uM) 

MDL 72222 
(10 \iM) 



60 min./22°C 



60 min./22°C 



120 min./22°C 



120 min./22°C 



80 min./22°C 



120 min./22°C 



120 min./4°C 



60 min./22°C 



120 min./37°C 



60 min./22°C 



15 min./37°C 



15 min./37°C 



120 min./22°C 



Scintillation 
counting 

Scintillation 
counting 



75 min./4°C Scintillation 
counting 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 
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Assay 



Ligand 



Cone. Non Specific 



Incubation 



Method of 
Detection 



5-HT 4e W 



[ H]GR 113808 



0.3 nM 



serotonin 
(100 uM) 



60 min./37°C 



Scintillation 
counting 



5-HT 7 #) 



[ J H]LSD 



4nM 



serotonin 
(10 uM) 



120min./22°C 



Scintillation 
counting 



Glucocorticoid (h) [ 3 H]dexamethasone 
(GR) 



1.5 nM 



triamcinolone 
(10 uM) 



6 h./4°C 



Scintillation 
counting 



[ 3 H]AVP 



0.3 nM 



AVP 
(1 uM) 



60 min./22°C 



Scintillation 
counting 



Ca 2+ channel 
(L, DHP site) 



[ 3 H](+)PN 200- 1 1 0 0 04 nM 



nifedipine 
(1 uM) 



90 min./22°C 



Scintillation 
counting 



2+ 

Ca channel 
(L, diltiazem site) 
(benzodiazepines) 

Ca 2+ channel 

(L, verapamil site) 

(phenylalkylamines) 

Ca 2+ channel 
(N) 



[ 3 H]diltiazem 



[ J H](-)D 888 



5 nM 



3 nM 



[ 125 I]co-conotoxin GVIA 0 001 nM 



diltiazem 
(10 uM) 

D600 
(10 uM) 



120min./22°C 



120 min./22°C 



co-conotoxin GVIA 30 min./22°C 
(10 nM) 



Scintillation 
counting 

Scintillation 
counting 

Scintillation 
counting 



Na + channel 
(site 2) 



[ 3 H]batrachotoxinin 10 nM 



veratridine 
(300 uM) 



60 min./22°C 



Scintillation 
counting 



CI" channel 



[ 35 S]TBPS 



3nM 



picrotoxinin 
(20 uM) 



120min./22°C 



Scintillation 
counting 



NE transporter (h) [ 3 H]nisoxetine 



1 nM 



desipramine 
(1 uM) 



120min./4°C 



Scintillation 
counting 



DA transporter (h) [ 3 H]BTCP 



4nM 



BTCP 
(10^M) 



120 min./4°C 



Scintillation 
counting 



GABA transporter [ 3 H]GABA 10 nM 

(+ 1 0 fiM isoguvacine) 
(+ 10 uM baclofen) 

Choline transporter (h) [ 3 H]hemicholinium-3 3 nM 

(CHT1) 



GABA 
(1 mM) 



30 min./22°C 



hemicholinium-3 60 min./22°C 
(10 uM) 



Scintillation 
counting 

Scintillation 
counting 
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Assay 



Ligand 



Cone. 



Non Specific 



Incubation 



Method of 
Detection 



5-HT transporter (h) 



[ H]imipramine 



2nM 



lmipramine 
(10 uM) 



60 min./22°C 



Scintillation 
counting 



2.1.3. Analysis and Expression of Results 

The specific ligand binding to the receptors is defined as the difference between the total binding 
and the nonspecific binding determined in the presence of an excess of unlabelled ligand. 

The results are expressed as a percent of control specific binding ((measured specific 
binding/control specific binding) x 100) and as a percent inhibition of control specific binding 
(100-((measured specific binding/control specific binding) x 100)) obtained in the presence 
ofPF-04542565-00. 

The IC50 values (concentration causing a half-maximal inhibition of control specific binding) 
and Hill coefficients (nH) were determined by non-linear regression analysis of the 
competition curves generated with mean replicate values using Hill equation curve fitting 
(Y = D + [(A - D)/(l + (C/Cso)"")], where Y = specific binding, D = minimum specific binding, 
A = maximum specific binding, C = compound concentration, C50 = IC50, and nH = slope factor). 
This analysis was performed using a software developed at Cerep (Hill software) and validated by 
comparison with data generated by the commercial software SigmaPlot ® 4.0 for Windows ® 
(© 1997 by SPSS Inc.). 

The inhibition constants (Kj) were calculated using the Cheng Prusoff equation 
(Ki = IC5g/(1+(L/Kd)) 5 where L = concentration of radioligand in the assay, and K D = affinity of the 
radioligand for the receptor). 
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2.2. TN VITRO PHARMACOLOGY; Fnzvme Assays 



2.2.1. General Procedures 



Assay 


Origin 


Reference Compound 


Bibliography 


COX 2 (h) 


human recombinant 


NS398 


Glaser et al. (1995) 




(Sf9 cells) 






PDE3 (h) 


human platelets 


milrinone 


Weishaar et al. (1986) 


PDE4 (h) 


U-937 cells 


rolipram 


Torphy et al. (1992) 


ACE (h) 


human recombinant 


captopril 


Hoorn and Roth (1993) 




(murine cells) 






FLT-1 kinase (h) 


human recombinant 


staurosporine 


Itokawa et al. (2002) 


(VEGFR1) 


(Sf9 cells) 






p38a kinase (h) 


human recombinant 


SB202190 


Frantz et al. (1998) 




(£. coli) 






Acetylcholinesterase (h) 


human recombinant 


neostigmine 


Ellmanetal.(1961) 




(HEK-293 cells) 






ATPase (Na + /K + ) 


porcine cerebral cortex 


ouabain 


Fiske and Subbarow (1925) 



2.2.2. Experimental Conditions 



Assay 



S ubst rate/Sti m u 1 us/Tracer 



Incubation 



Reaction Product 



Method of 
Detection 



COX 2 (h) 



PDE3 (h) 



PDE4 (h) 



ACE (ft) 



FLT-1 kinase (h) 
(VEGFR1) 



p38a kinase (h) 



Acetylcholinesterase (h) 



arachidonic acid 5 min./22°C 
(2 uM) 

[ 3 H]cAMP 60 min./22°C 
+ cAMP(0.1 uM) 

[ 3 H]cAMP 60 min./22°C 
+ cAMP(l uM) 

Mca-Arg-Pro-Pro-Gly-Phe- 20 min./22°C 

Ser-Ala-Phe-Lys (DNP)-OH 

(10^M) 

ATP + biotinyl- 20 min./22°C 

pApApAAEEEEYFELVAK 

KK 

(0.5 ^M) 

ATP + ATF-2 30 min./22°C 
(0.1 ^iM) 

AMTCh 30 min./37°C 
(50 \\M) 



PGE 2 

[ 3 H]5'AMP 
[ 3 H]5'AMP 
Mca-peptides 



EIA 

Scintillation 
counting 

Scintillation 
counting 

Fluorimetry 



phospho-biotinyl- HTRF 

pApAPAAEEEEYFELVA 

KKK 



phospho-ATF-2 
thio-conjugate 



HTRF 
Photometry 
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Assay 



S ubsrrate/St im u I us/Tracer 



Incubation 



Reaction Product 



Method of 
Detection 



ATPase (Na + /K + ) 



ATP 



60 min./37°C 



Pi 



Photometry 



(2 mM) 



2.2.3. Analysis and Expression of Results 

The results are expressed as a percent of control specific activity ((measured specific 
activity /control specific activity) x 100) and as a percent inhibition of control specific activity 
(100 - ((measured specific activity /control specific activity) x 100)) obtained in the presence 
ofPF-04542565-00. 

The IC50 values (concentration causing a half-maximal inhibition of control specific activity) and 
Hill coefficients (nH) were determined by non-linear regression analysis of the inhibition curves 
generated with mean replicate values using Hill equation curve fitting (Y = D + [(A - D)/ 
(1 + (C/C5o) nH )L where Y = specific activity, D = minimum specific activity, A = maximum specific 
activity, C = compound concentration, C 5 o = IC 5u , and nH = slope factor). This analysis was 
performed using a software developed at Cerep (Hill software) and validated by comparison with 
data generated by the commercial software SigmaPlot ® 4.0 for Windows ® 
(© 1997 by SPSS Inc.). 
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3. COMPOUNDS 



3.1, IfisLC omnound 



From: PFIZER Limited 



CEREP _ , . Reference n . XI , 

j D Compound l.D. }vj urn ber Batch Number 



Submitted Molecular 



F.W. 



Weight 



Stock Solution 



Intermediate 
Dilution 



7570671-1 PF-04542565-00 , 7570671-001 PF-04542595-00-0001 239.58 



235.33 



1.E-02MDMSO 



1.E-04MH2O 
3.E-04 M H20* 
[lOOx] DMSO** 



F.W.: Formula Weight 

*: For ATPase (Na7K + ) assay. 

**: For the human CBi assay. 



3.2. Reference Compounds 

In each experiment, the respective reference compound was tested concurrently with 
PF-04542565-00 in order to assess the assay suitability. It was tested at several concentrations 
(for IC50 value determination), and the data were compared with historical values determined at 
Cerep. The assay was rendered valid if the suitability criteria were met, in accordance with the 
corresponding Standard Operating Procedure. 
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4. RESULTS 



4.1. IN VITRO PHARMACOLOGY: Binding Assays 

The mean values for the effects of PF-04542565-00 are summarized in table 1 - 1 . 
The individual data obtained with PF-04542565-00 are reported in table 1 - 2. 

The IC50 and Ki values for each reference compound are indicated in table 1-3. Each is within 
accepted limits of the historic average ± 0.5 log units. 
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Table 1 - 1 



Summary Results 



Assay 

Cerep Compound I.D. 


Client Compound l.D. 


Test 
Concentration 

fM) 


% Inhibition of 
Control Specific Binding 


A } (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


3 


Aza (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


3 


di (non-selective) 
7570671-1 


PF-04542565-00 


1.0E-05 


2 


a2A (h) 
1 51061 \ A 


PF-04542565-00 


1.0E-05 


0 


a 2 B (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


18 


Pi to 
7570671-1 


PF-04542565-00 


L0E-05 


-2 


$ 2 (h) 
7570671-1 


PF-04542565-00 


LOE-05 


-1 


AT! (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


-6 


BZD (central) 
7570671-1 


PF-04542565-00 


1.0E-05 


7 


CBi (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


3 


CB-> (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


1 


CCK A (h) (CCKO 
7570671-1 


PF-04542565-00 


1.0E-05 


-12 


CCK B (h) (CCK 2 ) 
7570671-1 


PF-04542565-00 


1.0E-05 


5 


Dj (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


-4 


D 2S to 
7570671-1 


PF-04542565-00 


1.0E-05 


5 


D 3 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


8 


GABA A 
7570671-1 


PF-04542565-00 


1.0E-05 


2 


GABAbciw to 
7570671-1 


PF-04542565-00 


1.0E-05 


6 


AMPA 
7570671-1 


PF-04542565-00 


1 .0E-05 


-19 


Kainate 
7570671-1 


PF-04542565-00 


1.0E-05 


6 


NMDA 
7570671-1 


PF-04542565-00 


1.0E-05 


9 
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Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 


% Inhibition of 
Control Specific Binding 


Glycine (strychnine-insensitive) 

757067 1 - 1 PF-04542565-00 


1 .0E-05 


2 


H x (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


3 


H 2 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


5 


H 3 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


6 


MAO-A 
7570671-1 


PF-04542565-00 


1.0E-05 


-2 


Mi (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


33 


M 2 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


21 


M 3 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


31 


N (neuronal) (ct-BGTX-insensitive) (a4f}2) 
757067 1 - 1 PF-04542565-00 


1.0E-05 


17 


N (muscle-type) (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


4 


5 2 (h) (DOP) 
7570671-1 


PF-04542565-00 


1.0E-05 


3 


k (KOP) (guinea-pig) 
7570671-1 


PF-04542565-00 


1.0E-05 


12 


\i (h) (MOP) (agonist site) 
7570671-1 


PF-04542565-00 


1 .0E-05 


28 


PPARy (h) 
7570671-1 


PF-04542565-00 


1 .0E-05 


3 


5-HT 1A (h) 
7570671-1 


PF-04542565-00 


1 .0E-05 


1 


5-HT IB 
7570671-1 


PF-04542565-00 


1 .0E-05 


-3 


5-HT 2A (h) (agonist site) 
7570671-1 


PF-04542565-00 


1.0E-05 


10 


5-HT 2 b (h) (agonist site) 
7570671-1 


PF-04542565-00 


1 .0E-05 


5 


5-HT 2C (h) (agonist site) 
7570671-1 


PF-04542565-00 


1.0E-05 


-9 


5-HT3 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


1 


5-HT4c (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


-2 


5-HT 7 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


0 


Glucocorticoid (h) (GR) 
7570671-1 


PF-04542565-00 


1.0E-05 


4 


7570671-1 


PF-04542565-00 


1.0E-05 


7 
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Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Tp C t 

1 est 
Concentration 

(M) 


% Inhibition of 
Control Specific Binding 


Ca 2+ channel (L, DHP site) 
7570671-1 


PF-04542565-00 


1.0E-05 


3 


Ca 2+ channel (L, diltiazem site) (benzodiazepines) 
7570671-1 PF-04542565-00 


L0E-05 


10 


Ca 2+ channel (L, verapamil site) (phenylalkylamines) 
757067 1 - 1 PF-04542565-00 


1.0E-05 


-1 


Ca 2+ channel (N) 
7570671-1 


PF-04542565-00 


L0E-05 


1 


Na + channel (site 2) 
7570671-1 


PF-04542565-00 


1.0E-05 


18 


CI' channel 
7570671-1 


PF-04542565-00 


1.0E-05 


-4 


NE transporter (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


-5 


DA transporter (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


7 


GABA transporter 
7570671-1 


PF-04542565-00 


1.0E-05 


6 


Choline transporter (h) (CHT1) 

757067 1 - 1 PF-04542565-00 


1.0E-05 


14 


5-HT transporter (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


2 
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Table 1 - 2 



Individual Data 



Assay 

Cerep Compound LD. 


Client Compound I.D. 


Test 
Concentration 

CM) 


% of Control Specific Binding 

I s3 2 nd Mean 


Ai (h) 












7<7A£71 1 
fZ> /UO / 1 - 1 




1 AC A^ 


95.0 


98.5 


96.7 


/ D /UO / 1 - 1 


DC (\A<AKA.Z AA 

rr-U404zD0D-UU 


1 AC A< 


99.4 


94.7 


97.0 


cti (non-selective) 
7570671-1 


PF-04542565-00 


1 .0E-05 


99.7 


95.8 


97.8 


«2A (h) 
7570671-1 


PF-04542565-00 


1 .0E-05 


102.3 


97.3 


99.8 


v. 2B (h) 
7570671-1 


PF-04542565-00 


1 .0E-05 


82.0 


81.1 


81.6 


7570671-1 


PF-04542565-00 


1.0E-05 


100.6 


104.1 


102.3 


fc(h) 
7570671-1 


PF-04542565-00 


1.0E-05 


1 UJ.L 


QK 0 

/O.U 


inn £ 


AT x (h) 
7570671-1 


PF-04542565-00 


1.0E-05 




107 O 


IUS.O 


BZD (central) 
7570671-1 


PF-04542565-00 


1.0E-05 


94.4 


91.1 


92.8 


CB, (h) 












7570671-1 


PF-04542565-00 


1.0E-05 


yj.o 


OO Q 




CB 2 ^ 












7570671-1 


PF-04542565-00 


1.0E-05 


1 (\A A 


OA 7 
V4.Z 


OO 1 


CCK A ^(CCK,) 
7570671-1 


PF-04542565-00 


1.0E-05 


1 17 £ 
1 1 /.O 




111 T 


CCK B (h) (CCK 2 ) 
7570671-1 


PF-04542565-00 


1.0E-05 


98.8 


92.0 


95.4 


D, W 
7570671-1 


PF-04542565-00 


1.0E-05 


107.0 


101.3 


104.1 


D 2S ft) 
7570671-1 


PF-04542565-00 


1.0E-05 


102.9 


86.9 


94.9 


D 3 ft) 












7570671-1 


PF-04542565-00 


1.0E-05 


98.7 


85.8 


92.3 


GABA A 












7570671-1 


PF-04542565-00 


1.0E-05 


104.5 


90.7 


97.6 


GABAboi,) (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


83.9 


105.1 


94.5 


AMPA 












7570671-1 


PF-04542565-00 


1.0E-05 


110.8 


128.1 


119.4 


Kainate 












7570671-1 


PF-04542565-00 


1.0E-05 


92.3 


96.0 


94.1 


NMDA 












7570671-1 


PF-04542565-00 


1.0E-05 


90.6 


90.5 


90.6 
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Assay 

Cerep Compound I.D. 


Client Compound LD. 


Test 
Concentration 

(M) 


% of Control Specific Binding 

I st 2 nd Mean 


Glycine (strychnine-insensitive) 

757067 1 - 1 PF-04542565-00 


LOE-05 


98.4 


96.7 


97.5 


H x (h) 
7570671-1 


PF-04542565-00 


LOE-05 


100.5 


94.1 


97.3 


H 2 (h) 
7570671-1 


PF-04542565-00 


1 .0E-05 


89.5 


100.6 


95.1 


H 3 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


90.4 


97.6 


94.0 


MAO-A 
7570671-1 


PF-04542565-00 


l.OE-05 


107.5 


95.6 


101.6 


M x (h) 
7570671-1 


PF-04542565-00 


LOE-05 


68.3 


65.8 


67.0 


M 2 (h) 
7570671-1 


PF-04542565-00 


l.OE-05 


0U.0 


*7*7 n 
/ /.U 


/o.o 


M 3 (h) 
7570671-1 


PF-04542565-00 


l.OE-05 


OO.H 


00.0 


00.0 


N (neuronal) (cc-BGTX-insensitive) (a4p2) 
757067 1 - 1 PF-04542565-00 


LOE-05 


85.0 


0 1 A 

81.4 


83.2 


N (muscle-type) (h) 
7570671-1 


PF-04542565-00 


LOE-05 


98.5 


93.5 


96.0 


5 2 (h) (DOP) 
7570671-1 


PF-04542565-00 


LOE-05 


101.4 


92.6 


97.0 


k (KOP) (guinea-pig) 
7570671-1 


PF-04542565-00 


LOE-05 


83.6 


92.9 


88.3 


\x (h) (MOP) (agonist site) 
7570671-1 


PF-04542565-00 


LOE-05 


74.1 


70.1 


72.1 


PPARy (h) 
7570671-1 


PF-04542565-00 


LOE-05 


94.0 


99.2 


96.6 


5-HT 1A (h) 
7570671-1 


PF-04542565-00 


1 .0E-05 


104.4 


94.2 


99.3 


5-HT 1B 
7570671-1 


PF-04542565-00 


1 .0E-05 


93.7 


113.2 


103.4 


5-HT 2 a (h) (agonist site) 
7570671-1 


PF-04542565-00 


L0E-05 


86.2 


92.9 


89.5 


5-HT 2 b (h) (agonist site) 
7570671-1 


PF-04542565-00 


LOE-05 


89.0 


100.6 


94.8 


5-HT 2C (h) (agonist site) 
7570671-1 


PF-04542565-00 


LOE-05 


106.1 


112.6 


109.4 


5-HT 3 (h) 
7570671-1 


PF-04542565-00 


LOE-05 


94.2 


103.5 


98.8 


5-HT4c (h) 
7570671-1 


PF-04542565-00 


LOE-05 


102.8 


100.3 


101.6 


5-HT 7 ^ 
7570671-1 


PF-04542565-00 


LOE-05 


104.4 


95.5 


100.0 


Glucocorticoid (h) (GR) 
7570671-1 


PF-04542565-00 


LOE-05 


99.2 


92.9 


96.1 


Vx*(h) 
7570671-1 


PF-04542565-00 


LOE-05 


93.6 


92.0 


92.8 
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Assay 

Cerep Compound I.D. 


Client Compound I.D. 


Test 
Concentration 

(M) 


% of Control Specific Binding 

l fl 2 nd Mean 


Ca z+ channel (L, DHP site) 
7570671-1 


PF-04542565-00 


1.0E-05 


95.9 


97.4 


96.7 


Ca 2+ channel (L, diltiazem site) (benzothiazepines) 
7570671-1 PF-04542565-00 


1 .0E-05 


88.5 


91.8 


90.2 


Ca z+ channel (L, verapamil site) (phenylalky lamines) 
7570671-1 PF-04542565-00 


1.0E-05 


102.4 


99.5 


100.9 


Ca 2+ channel (N) 
7570671-1 


PF-04542565-00 


1.0E-05 


100.4 


97.7 


99.1 


Na + channel (site 2) 
7570671-1 


PF-04542565-00 


1.0E-05 


79.0 


84.5 


81.7 


CI" channel 
7570671-1 


PF-04542565-00 


1.0E-05 


103.5 


104.8 


104.1 


NE transporter (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


106.4 


102.8 


104.6 


DA transporter (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


99.7 


87.1 


93.4 


GABA transporter 
7570671-1 


PF-04542565-00 


1.0E-05 


103.3 


84.9 


94.1 


Choline transporter (h) (CHT1) 

757067 1 - 1 PF-04542565-00 


1.0E-05 


85.9 


85.3 


85.6 


5-HT transporter (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


93.9 


101.6 


97.8 
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Table 1 - 3 



Reference Compound Data 



Assay 

Reference Compound 


!C 5 o 

(M) 


fM) 




A,(h) 
DPCPX 


L1E-08 


7.0E-09 


1.0 


A 2A (h) 
NECA 


4.5E-08 


3.6E-08 


1.0 


cti (non-selective) 
prazosin 


6.0E-10 


1.6E-10 


1.1 


0t2A (h) 
yohimbine 


5.7E-09 


2.5E-09 


1.1 


Ct2B (h) 

yohimbine 


9.1E-09 


6.1E-09 


1.1 


atenolol 


5.4E-07 


3.9E-07 


LI 


ICI 118551 


2.2E-09 


9.0E-10 


1.3 


AT lf 7j; 
saralasin 


8.8E-10 


4.4E-10 


0.6 


BZD (central) 
diazepam 


1.3E-08 


1.1E-08 


1.4 


C& x (h) 
CP 55940 


1.0E-09 


8.8E-10 


1.2 


CB 2 (h) 
WIN 55212-2 


3.0E-09 


1.9E-09 


1.0 


CCKa^XCCK,) 
CCK-8 


6.9E-10 


5.2E-10 


1.3 


CCK B (h) (CCK 2 ) 
CCK-8 


7.9E-10 


4.7E-10 


1.0 


SCH 23390 


9.9E-10 


4.0E-10 


1.2 


D 2S ft) 

(+)butaclamol 


7.7E-09 


2.6E-09 


1.3 


D 3 (h) 

(+)butaclamol 


4.9E-09 


1.1E-09 


1.1 


GABA A 








muscimol 


1.2E-08 


8.3E-09 


1.9 


GABAeob) (h) 
CGP 54626 


1.1E-08 


4.8E-09 


LI 


AMPA 








L-glutamate 


3.2E-07 


2.9E-07 


LI 


Kainate 








kainic acid 


1.0Er08 


8.3E-09 


0.7 


NMDA 








CGS 19755 


6.0E-07 


4.9E-07 


LI 


Glycine (strychnine- insensitive) 
glycine 


3.2E-07 


2.9E-07 


0.7 
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Assay 

Reference Compound 


IC50 

(M) 


(M) 




H,ft) 
pyrilamine 


3.6E-09 


1 .3E-09 


1.0 


H 2 (h) 
cimetidine 


3.7E-07 


3.5E-07 


1.0 


H 3 (h) 

(R)a-Me-histamine 


L2E-09 


2.9E-10 


1.2 


MAO-A 








cl orgy line 


2.6E-09 


1.5E-09 


1.4 


pirenzepine 


L4E-08 


1.2E-08 


0.9 


M 2 (h) 

methoctramine 


4.1E-08 


2.8E-08 


0.9 


M 3 (h) 
4-DAMP 


5.9E-10 


4.2E-10 


1.2 


N (neuronal) (a-BGTX-insensitive) (a402) 
nicotine 


8.9E-09 


4.8E-09 


0.9 


N (muscle-type) (h) 
a-bungarotoxin 


8.5E-09 


6.7E-09 


L2 


5 2 (h) (DOP) 
DPDPE 


3.2E-09 


1.9E-09 


1.0 


k (KOP) (guinea-pig) 
U 50488 


5.6E-10 


1.9E-10 


1.1 


u (h) (MOP) (agonist site) 
DAMGO 


6.8E-10 


2.8E-10 


0.9 


PPARy (h) 
rosiglitazone 


3.7E-08 


1.3E-08 


0.8 


5-HT IA (h) 
8-OH-DPAT 


6:4E-10 


4.0E-10 


1.0 


5-HT 1B 
serotonin 


1.3E-08 


8.3E-09 


0.7 


5-HT2A (h) (agonist site) 
()DOI 


5.9E-10 


3.6E-10 


0.7 


5-HT2B (h) (agonist site) 
()DOI 


6.3E-09 


6.1E-09 


0.7 


5-HT 2C (h) (agonist site) 
()DO! 


1.8E-09 


1.4E-09 


0.6 


5-HT3 (h) 
MDL 72222 


8.6E-09 


6.0E-09 


1.1 


5-HT4C (h) 








serotonin 


■ 1.6E-07 


5.3E-08 


0.6 


5-HT 7 ^ 








serotonin 


8.7E-10 


3.2E-10 


0.8 


Glucocorticoid (h) (GR) 








dexamethasone 


3.9E-09 


2.0E-09 


1.1 


VlaW 

[d(CH 2 ) 5 \Tyr(Me) 2 ]-AVP 


1.3E-09 


8.0E-10 


1.0 


Ca 2+ channel (L, DHP site) 
nitrendipine 


6.8E-10 


2.3E-10 


1.1 
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Assay IC 50 K; 
Reference Compound fM) (M) 



Ca z+ channel (L, diltiazem site) (benzothiazepines) 
diltiazem 


1.7E-08 


1.5E-08 


1.5 


Ca z+ channel (L, verapamil site) (phenyl alky lam ines) 
D 600 


6.5E-08 


3.3E-08 


0.6 


Ca 2+ channel (N) 








co-conotoxin GVIA 


1.1E-12 


4.5E-13 


LI 


Na + channel (site 2) 
veratridine 


4.7E-06 


4.3E-06 


0.8 


CI" channel 








picrotoxinin 


4.4E-07 


3.6E-07 


0.8 


NE transporter (TiJ 
protriptyline 


6.4E-09 


4.8E-09 


L0 


DA transporter (h) 
BTCP 


8.4E-09 


4.5E-09 


0.9 


GABA transporter 
nipecotic acid 


9.9E-06 


9.9E-06 


0.9 


Choline transporter (h) (CHT1) 
hemicholinium-3 


1.3E-08 


7.4E-09 


1.1 


5-HT transporter (h) 
imipramine 


3.6E-09 


1.7E-09 


1.2 
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4.2. IN VITRO PHARMACOLOGY: Enzvme Assays 

The mean values for the effects of PF-04542565-00 are summarized in table 2 - 1 . 
The individual data obtained with PF-04542565-00 are reported in table 2-2. 

The IC50 value for each reference compound is. indicated in table 2-3. Each is within accepted 
limits of the historic average ± 0.5 log units. 
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Table 2 - 1 



Summary Results 



Assay 

Cerep Compound I.D. 


•Client Compound I.D. 


Test 

C^n n r* n t rat i r»n 

V/UI ltd III tlllLJll 

(M) 


% Inhibition of 
Control Values 


COX 2 (h) 
7570671-1 


PF-04542565-00 


1 .0E-05 


4 


PDE3 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


2 


PDE4 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


-1 


ACE(h) 
7570671-1 


PF-04542565-00 


1.0E-05 


3 


FLT-1 kinase (h) (VEGFR1) 
7570671-1 


PF-04542565-00 


1.0E-05 


-1 


p38<x kinase (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


2 


Acetylcholinesterase (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


-31 


ATPase (Na7K + ) 
7570671-1 


PF-04542565-00 


3.0E-05 


3 
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Table 2 - 2 
Individual Data 



Assay 

Cerep Compound l.D. 


Client Compound I.D. 


Test 
Concentration 

CM) 


% of Control Values 
I s1 2 nd Mean 


COX 2 (h) 
7570671-1 


PF-04542565-00 


LOE-05 


100.2 


91.7 


96.0 


PDE3 (h) 
7570671-1 


PF-04542565-00 


1.0E-05 


98.1 


97.4 


97.7 


PDE4 (h) 
7570671-1 


PF-04542565-00 


LOE-05 


10L4 


101.5 


101.5 


ACE (h) 
7570671-1 


PF-04542565-00 


LOE-05 


98.6 


94.7 


96.6 


FLT-1 kinase (h) (VEGFR1) 
7570671-1 


PF-04542565-00 


LOE-05 


102.3 


100.2 


101.3 


p38ot kinase (h) 
7570671-1 


PF-04542565-00 


LOE-05 


101.4 


94.7 


98.0 


Acetylcholinesterase (h) 
7570671-1 


PF-04542565-00 


LOE-05 


133.9 


128.9 


131.4 


ATPase (Na + /lO 
7570671-1 


PF-04542565-00 


3.0E-05 


93.1 


100.7 


96.9 
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Table 2 - 3 



Reference Compound Data 



Assay 

Reference Compound 


ic 50 




COX 2 (h) 
NS398 


1.0E-07 


L9 


PDE3 (h) 
milrinone 


1.6E-07 


0.9 


PDE4 (h) 
rolipram 


3.0E-07 


0.7 


ACEfty 
captopril 


2.0E-09 


0.8 


FLT-1 kinase (h) (VEGFR1) 
staurosporine 


8.9E-09 


1.6 


p38a kinase (h) 
SB202190 


2.1E-08 


0.9 


Acetylcholinesterase (h) 
neostigmine 


3.9E-08 


1.0 


ATPase (Na + /K + ) 
ouabain 


9.0E-07 


1.1 
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5. HELP TO INTERPRET YOUR RESULTS IN 
IN VITRO PHARMACOLOGY 



. Results showing an inhibition (or stimulation for assays run in basal conditions) higher than 50% 
are considered to represent significant effects of the test compounds. 50% is the most common cut- 
off value for further investigation (determination of IC50 or EC50 values from concentration- 
response curves). 

. Results showing an inhibition (or stimulation) between 20% and 50% are indicative of weak to 
moderate effects (in some assays, they may be confirmed by further testing as they are within a 
range where more inter-experimental variability can occur). 

. Results showing an inhibition (or stimulation) lower than 20% are not considered significant and 
mostly attributable to variability of the signal around the control level. 

. Low to moderate negative values have no real meaning and are attributable to variability of the 
signal around the control level. High negative values (> 50%) that are sometimes obtained with high 
concentrations of test compounds are generally attributable to non-specific effects of the test 
compounds in the assays, apart from a few exceptions. 
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7. STORAGE AND RETENTION OF RECORDS 



All documents generated during the performance of the study (raw data, various recordings such as 
QA audit reports, an original of the study report, study plan...) will be stored for a 10-year period in 
Cerep's archive rooms after achievement of the study. Only Cerep's authorized employees shall have 
access to the archives. 

The original final report provided to the sponsor will be kept by the sponsor under its sole 
responsibility. 
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8. QUALITY ASSURANCE STATEMENT 



The following audit was performed on this study: 



CALENDAR 



Audit of the Final Report 




Audit report of the study report was transmitted to the Study Director for approval. 



I certify that results presented in this report were generated using the materials and methods 
mentioned and that these results accurately reflect the Raw Data. 




Quality Unit 
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Appendix 4 

Protocol for binding assay 2 for Example 67 and Merck Example 3 enantiomers 1 and 2 

Materials 

96 well microtiter plates (V-bottom, polypropylene) 
Skatron cell harvester 

- 37°C incubator 
Centrifuge 

- Whatman GF/B Brandell cell Harvester Filters 
Cells expressing Dopamine D3 receptor 

- [ 3 H]-DPAT (0.4 nM) 

Buffer A: (incubation) 50 mM TRIS (2-amino-2-hydroxymethyl-1,3-propanediol), 120 mM 
NaCI, 5 mM KCI, 2mM CaCI 2 , 5mM MgCI 2 , pH 7.4 @ 25°C 

- Buffer B: (wash) 50 mM TRIS, pH 7.4 @ 25°C 

Methods 

For CHO D3 cells, media was removed and cells lifted from a flask with 5mM ethylendiamine- 
tetraacetic acid pH 7.4. All subsequent operations were performed at 4°C. Cells were pelletized 
by centrifugation at 1000 rpm or less for 5 minutes and the supernatant removed. Cells were 
homogenized 2 times with Polytron (20 seconds, setting 6) in 20 ml 50 mM TRIS, 5mM MgS0 4 
at pH 7.4. The homogenate was centrifuged after each homogenization at 20,000 rpm at 4°C 
for 10 minutes. The pellet can be frozen at -70°C for approximately 6 months. The pellet was 
resuspended in a final volume of buffer A so that the concentration of tissue was 2.0 mg/ml. 

Binding assay 

Incubation mixture (volumes in jal) 
Ligand 25 
Tissue 200 

Drug or vehicle 25 

Total volume 250 

The reaction was started by the addition of tissue and incubated for 15 minutes at 37°C. The 
reaction was stopped by rapid filtration through GF/B (the filters were previously soaked in 
0.5% PEI (polyethyleneimine) for 2 hours and dried). Filters were washed with ice cold buffer B 
in the Skatron harvester. Filters were dried overnight and counted in the Beta counter using 
Betaplate Scint. 

Interpretation 

Data are expressed as IC 5 o (the concentration that inhibits 50% of the specific binding) or as an 
apparent K if calculated by the formula: 

K r = IC 50 /(1+[L]/K d ) 

wherein [L] is the ligand concentration and K d is the affinity constant for [ 3 H]-ligand, determined 
in a separate experiment. 
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Appendix 5 

Protocol for functional assay for Example 67 and Merck Example 3 enantiomers 1 and 2 

Description of the cell line 

The HEK293-G alpha15.D3 cell line stably expresses G alpha 15 which was generated by 
transfection of a HEK293 cell line with a G alpha15-blasticidin plasmid. The D3 receptor 
expression is maintained in the presence of puromycin. This cell line attaches poorly to typical 
tissue culture treated flasks. For a strongly adherent phenotype, the cells are grown on 
Matrigel (Becton Dickinson), diluted 1:200 with serum-free DMEM (Dulbecco's Modified Eagle's 
Medium) coated flasks. 

Methods 

20,000 cells were plated at 50 jil/well in a 384-well poly-D-lysine coated plate and the plates 
returned to a 37°C incubator overnight. 24 hours later, the growth media was removed and 
replaced with serum-free media in the presence of the calcium-sensitive fluorescent dye, fluo-4 
(4 mM) and the active transport inhibitor probenecid (2.5 mM). The plate was incubated for 1 
hour at 37°C in an incubator. 

The media was aspirated and the plates washed with buffer 3 times with HEPES (4-(2- 
hydroxyethyl)-1-piperazineethanesulfonic acid) buffered saline (10 mM HEPES, 2 mM CaCI 2 , 1 
mM MgS0 4 , 5 mM KCI, 10 mM glucose, 145 mM NaCI plus 2.5 mM probenecid) to remove 
excess dye. 

The plates were incubated for 15-45 minutes (in 30 jil) in an incubator at 37°C and the drug 
plate pre-heated for 15 minutes in the 37C incubator. The assay was set up in the FLIPR 
(Fluorescent Imaging Plate Reader) and fluorescence levels monitored continuously over a 90 
second period. 

Agonist/antagonist additions (15(al volume) were made simultaneously to all 384 wells after 20 
seconds of baseline recording. 
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Appendix 6 

Analytical HPLC conditions for identification of Merck compounds 

The compounds were separated on a Chiralcel OD-H column (250*4. 6mm id); mobile phase 
heptane:2-propanol:diethylamine (80:20:0.1), flow rate 1ml/min, detection 225nm., at ambient 
temperature. 

Enantiomer 1 eluted first (retention time: 7.646 minutes), followed by 
Enantiomer 2 (retention time: 12.790 minutes). 
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